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Analytical performance of reagent 
for assaying tau protein in human 
plasma and feasibility study 
screening neurodegenerative 
diseases
Shieh-Yueh Yang1, Ming-Jang Chiu2,3,4,5, Ta-Fu Chen2, Chin-Hsien Lin2, Jiann-Shing Jeng2, 
Sung-Chun Tang2, Yen-Fu Lee1, Che-Chuan Yang1, Bing-Hsien Liu1, Hsin-Hsien Chen1 &  
Chau-Chung Wu6

Immunomagnetic reduction (IMR), which involves the use of antibody-functionalized magnetic 
nanoparticles to specifically label target biomarkers, was utilized to develop an assay for total tau 
protein in human plasma. The analytic properties of the IMR assay on tau protein were investigated. 
The limit of detection was found to be 0.026 pg/ml. Other properties such as Hook effect, assay 
linearity, dilution recovery range, reagent stability, interference test, and spiked recovery were also 
characterized. The ultra-sensitive IMR assay was applied to detect the plasma tau protein levels of 
subjects with prevalent neurodegenerative diseases, such as Alzheimer’s disease (AD), mild cognitive 
impairment (MCI) due to AD, Parkinson’s disease (PD), frontotemporal dementia (FTD) and vascular 
dementia (VD). The concentrations of plasma tau protein in patients with VD, PD, MCI due to AD, FTD, 
and AD patients were higher than that of healthy controls. Using an ROC curve analysis, the cutoff value 
for discriminating dementia patients from healthy controls was 17.43 pg/ml, resulting in 0.856 and 
0.727 for clinical sensitivity and specificity, respectively. The area under the ROC curve was 0.908. These 
results imply that the IMR plasma tau assay would be useful to screen for prevalent neurodegenerative 
diseases.

Tau protein is abundant in neurons in the central nervous system1–3. Its main function is to stabilize axonal micro-
tubules4–6. When neurons become fibrillary, tau protein is released abundantly in the brain, leading to a change 
in the tau protein concentration in cerebrospinal fluid (CSF). Neurofibrillary tangles are frequently observed in 
brain biopsies of subjects with neurodegenerative diseases (NDD). Thus, patients with NDD show abnormal 
levels of tau protein in their CSF. In recent decades, several groups have reported an elevation of CSF tau protein 
in Alzheimer’s disease (AD) patients7–10. The results showed that synaptic/axonal degeneration or loss is one of 
the pathologies for AD. The elevation of CSF tau protein levels was also found in patients with frontotemporal 
dementia (FTD). Furthermore, independent studies have revealed that concentrations of CSF tau protein in FTD 
are between those of AD and healthy controls11–13. This result implies that the neurofibrillary tangle formation 
occurs in FTD patients. In the 2010s, the exploration of tau protein in CSF was not limited to AD and FTD but 
was initiated for patients suffering from Parkinson disease (PD) or dementia with Lewy bodies (DLB). However, 
changes in CSF tau protein concentrations of PD or DLB have not been consistent14–21. For example, studies con-
ducted by Parnetti et al. and Arai et al. concluded that patients with DLB show higher concentrations of CSF tau 
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protein than that of healthy controls8, 9. However, Kanemaru et al. and Andersson et al. indicated that there is no 
significant difference in CSF tau protein concentration between DLB and healthy controls16, 17. However, many 
reports have revealed that patients with Parkinson’s disease dementia (PDD) have lower levels of tau protein in 
CSF than healthy controls18–21. Nevertheless, Přikrylová et al. found an increase in the CSF tau protein concen-
tration for PD and DLB22. The inconsistent results among studies could be attributed to the truly tiny changes in 
the concentrations of tau protein in CSF in Parkinson’s disease. A more precise assay technology might be needed 
to clearly discriminate the CSF tau protein concentrations between patients with PD/DLB and healthy controls.

With the development of ultrahigh-sensitivity assay technologies, such as modified enzyme-linked immu-
nosorbent assay23, multiplex electrochemiluminescence24, 25, surface-based fluorescence intensity distribu-
tion analysis26, multiplexed flowmetrix analysis27, 28, selected reaction-monitoring mass spectrometry29, and 
single-molecule array (SIMOA)30, 31, the precision of tau protein detection has improved. Furthermore, the inves-
tigation of tau protein in dementia is not limited to CSF but has expanded to include human plasma32, 33. For 
example, Zetterberg et al. applied SIMOA to quantitatively detect total tau protein in plasma for normal controls 
(n = 25) and patients with AD (n = 54) or MCI (n = 75)33. The study revealed that the plasma tau protein con-
centration of AD patients, (8.80 ± 10.1) pg/ml, is relatively higher than that of MCI patients, (4.68 ± 4.25) pg/ml, 
and normal controls, (4.43 ± 2.83) pg/ml. These ultrahigh-sensitivity assay technologies have created a trend of 
exploring tau protein levels in human plasma in dementia.

Some authors of the present study developed an ultrahigh-sensitivity assay technology called immuno-
magnetic reduction (IMR)34–36. Chiu et al. applied IMR to assay plasma tau protein for 107 normal controls, 24 
patients with MCI due to AD, and 31 patients with early-stage AD, in Taiwan. Normal controls showed levels of 
(16.16 ± 9.09) pg/ml for plasma tau protein, whereas patients with MCI due to AD showed levels at (33.33 ± 7.77) 
pg/ml37. A clear difference in the concentration of plasma tau protein was found between controls and patients 
with MCI due to AD. Moreover, Chiu et al. noted that early-stage AD patients show much higher concentrations 
of plasma tau protein, (53.57 ± 22.87) pg/ml. The continuous increase in plasma tau protein concentrations from 
normal controls to MCI and to early-stage AD is found to result from the atrophy of the hippocampus. Lue et al.  
recruited 16 normal controls and 16 AD patients at the Banner Sun Health Institute to have their plasma tau 
protein concentrations analyzed by IMR. A higher level of plasma tau protein was observed for AD patients 
compared with normal controls38. These results reveal the high correlation between the concentration of plasma 
tau protein and the clinical diagnoses and the feasibility of precisely assaying tau protein in human plasma by 
utilizing IMR.

Group Inclusion criteria Exclusion criteria

Healthy controls
1. Education: at least primary school 
2. Age >50 years 
3. Body weight ≥40 kg 
4. CDR* = 05. MMSE++ ≥ 26

1. Subjects with cranial metallic implants, cardiac 
pacemakers or claustrophobia. 
2. Previous diagnosis of MCI or dementia 
3. Significant history of depression 
4. Geriatric Depression Scale >8

MCI due to AD

1. Subjects must meet the 2011 NIA-AA diagnostic guidelines for 
MCI due to AD based on memory impairment tested by WEMS-
III+ and the score of any subtest below the 4th percentile and must 
be maintaining normal activities of daily living. 
2. Subjects must have MMSE scores between 24 and 28 and 
CDR = 0.5. 1. Subjects with cranial metallic implants, cardiac 

pacemakers or claustrophobia. 
2. Significant history of depression 
3. Geriatric Depression Scale >8AD

1. Subjects must meet the 2011 NIA-AA diagnostic guidelines for 
probable AD dementia. 
2. Subjects must have MMSE scores between 10 and 22 and 
CDR = 0.5 or 1.

FTD
1. Subjects must meet the diagnostic guideline for frontotemporal 
lobe degeneration (mainly primary progressive aphasia)40 
2. CDR = 0.5 or 1

PD

1. Subjects must have symptoms of bradykinesia and at least 
one of the following: muscular rigidity, rest tremor (4–6 Hz), 
or postural instability unrelated to primary visual, cerebellar, 
vestibular or proprioceptive dysfunction. 
2. Three or more of the following symptoms: unilateral onset, 
rest tremor present, progressive disorder, persistent asymmetry 
affecting the side of onset most, excellent response to levodopa, 
severe levodopa-induced chorea, levodopa response for over 5 
years, and clinical course of over 10 years. 
3. MOCA# score greater than 26 for PD4. MOCA score less than 
21 for PD with dementia

1. Significant history of depression 
2. History of repeated strokes with stepwise 
progression, repeated head injury, antipsychotic or 
dopamine-depleting drugs, definite encephalitis 
and/or oculogyric crises on no drug treatment, 
negative response to large doses of levodopa 
(if malabsorption excluded), strictly unilateral 
features after 3 years, other neurological features 
(supranuclear gaze palsy, cerebellar signs, early 
severe autonomic involvement, Babinski sign, 
early severe dementia with disturbances of 
language, memory or praxis), exposure to a known 
neurotoxin, or presence of cerebral tumor or 
communicating hydrocephalus on neuroimaging.

VD
1. Subjects must have stroke history with neuro-image 
confirmation. 
2. Subjects must have CDR > 0.5

1. Subjects with conscious disturbance or moderate 
to severe aphasia 
2. Significant history of depression 
3. Accompanied by other neurodegenerative 
diseases

Table 1. Exclusion and inclusion criteria for recruiting healthy controls and subjects with MCI due to AD, AD, 
PD, FTD, or VD in this study. *CDR: clinical dementia ranking. ++MMSE: mini-mental state examination. 
#MOCA: Montreal cognitive assessment. +WEMS-III: Wechsler Memory Scale Version III.
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In IMR, magnetic nanoparticles functionalized with antibodies and well dispersed in phosphate-buffered 
saline (PBS) solution are used as a reagent. For assaying tau protein, the antibody against tau protein is immobi-
lized on these magnetic nanoparticles. Hereafter, such a reagent is referred to as the tau reagent. The ac magnetic 
susceptibility of the tau reagent is measured using a superconducting quantum interference device (SQUID) ac 
magnetic susceptometer39. Once the magnetic nanoparticles associate with the target molecules, the ac magnetic 
susceptibility signal is reduced. The reduction in the ac magnetic susceptibility of the reagent, referred to as the 
IMR signal, is a function of the concentration of target molecules. In previously published papers37, 39, significant 
IMR signals can be observed with a solution of 0.1 pg/ml tau protein. Although IMR sensitivity is ultra-high 
and it is a promising approach to precisely assay tau protein in human plasma, detailed examinations of the ana-
lytic performance of the tau reagent with IMR are absent from the literature. In this work, various experimental 
parameters, such as the Hook effect, limit of detection, assay linearity, dilution recovery range, assay reproduci-
bility, reagent stability, interference, and spiked recovery, are investigated for the use of the tau reagent with IMR. 
Additionally, the IMR tau assay is applied to not only AD and healthy controls but also to patients with PD, FTD, 
and vascular dementia (VD) to explore the differences in plasma tau protein concentrations.

Methods
Constitution of the tau reagent. The tau reagent (MF-TAU-0060, MagQu) is a PBS solution that contains 
magnetic nanoparticles with a monoclonal antibody (T9450, Sigma) against human tau protein immobilized on 
their surfaces. The material of magnetic nanoparticle is Fe3O4, which is coated with dextran. Antibodies are cova-
lently bound to the dextran. The mean value of the hydrodynamic diameter of antibody-functionalized magnetic 
nanoparticles is approximately 55 nm, measured using dynamic light scattering (Nanotrac 150, Microtrac). The 
concentration of the tau reagent is 8 mg Fe/ml.

Measurement of IMR signal. For a given sample, 80 μl of the tau reagent was mixed with a 40-μl room 
temperature sample. The reduction in the ac magnetic susceptibility (i.e., the IMR signal) of the reagent after 
being mixed with a sample is measured using a SQUID-based ac magnetic susceptometer (XacPro-S, MagQu). 
To clarify the analytic performance of the tau reagent with IMR, several characterizations such as Hook effect, 

Group Numbers Age (years) φtau-IMR (pg/ml) ApoEε4 positive&

Healthy controls 66 64.6 ± 8.6 13.37 ± 7.77 25.0%

MCI due to AD+ 24 71.0 ± 10.3 33.33 ± 7.77 36.3%

AD++ 29 72.2 ± 9.9 55.44 ± 22.45 52.9%

PD$ 41 67.1 ± 13.5 26.20 ± 8.37 —

FTD^ 26 62.1 ± 9.2 41.28 ± 20.13 —

VD# 29 78.3 ± 4.4 19.96 ± 9.95 —

Table 2. Demographic information of subjects enrolled in this study. The concentration of total tau protein, 
φtau-IMR was detected using IMR. The age and φtau-IMR are presented in the form of the mean value ± standard 
deviation. The standard deviation is attributed to the variations among subjects. +MCI due to AD: mild 
cognitive impairment due to Alzheimer’s disease. ++AD: Alzheimer’s disease. $PD: Parkinson’s disease. ^FTD: 
frontal temporal dementia. #VD: vascular dementia. &The analysis of ApoEε4 allele was performed only for 
healthy controls and patients with MCI due to AD and AD.

Figure 1. IMR signal as a function of the tau protein concentration in PBS solution. The error with each data 
point is attributed to the duplicated measurements of IMR signals. The solid line denotes the logistic function in 
Eq. (1). Hook effect occurs if the tau protein concentration is higher than 3,000 pg/ml.
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Rank Measured concentration (pg/ml) Rank Measured concentration (pg/ml)

1 −0.12 31 −0.10

2 −0.12 32 −0.10

3 −0.12 33 −0.10

4 −0.12 34 −0.10

5 −0.12 35 −0.10

6 −0.11 36 −0.10

7 −0.11 37 −0.10

8 −0.11 38 −0.10

9 −0.11 39 −0.10

10 −0.11 40 −0.10

11 −0.11 41 −0.09

12 −0.11 42 −0.09

13 −0.11 43 −0.09

14 −0.11 44 −0.09

15 −0.11 45 −0.09

16 −0.11 46 −0.08

17 −0.11 47 −0.08

18 −0.11 48 −0.08

19 −0.11 49 −0.08

20 −0.11 50 −0.08

21 −0.11 51 −0.08

22 −0.11 52 −0.06

23 −0.10 53 −0.06

24 −0.10 54 −0.05

25 −0.10 55 −0.04

26 −0.10 56 −0.03

27 −0.10 57 0.00

28 −0.10 58 0.02

29 −0.10 59 0.02

30 −0.10 60 0.04

Table 3. Ranking list of the 60 measured tau protein concentrations for PBS samples not spiked with tau 
protein using the IMR tau reagent.

Figure 2. Measured tau protein concentration, φtau-IMR, versus spiked tau protein concentration in PBS solution, 
φtau. The error with each data point is attributed to the duplicated measurements of IMR signals. The solid line 
represents the proportionality between φtau-IMR and φtau with the slope of 1.00 for the φtau from 1 to 3,000 pg/ml.
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detection limit, assay linearity, dilution recovery range, assay reproducibility, reagent stability, interference test, 
and spike recovery, were investigated. The investigations were performed according to the global standardizations 
described by the Clinical & Laboratory Standards Institute (CLSI). The document numbers of the guidelines are 
EP5- A3, EP7-A2, EP17-A2, and C28-A2. Thus, the analytic performance of the tau reagent with IMR obtained 
by following the guidelines can be globally applied to clinical chemistry and laboratory medicine. The preparation 
of samples used for characterizing each type of analytic performance of the tau reagent is described in the Results 
and Discussion section.

Recruitment of subjects. Subjects were recruited at National Taiwan University Hospital, Taiwan. All study 
subjects or their primary caregivers provided informed consent prior to participation in this investigation, and 
the study was approved by the ethics committee and the institute review board of National Taiwan University 
Hospital (Nos 201103059RB, 201301036RIND and 201406125DSC). All experiments were performed in accord-
ance with relevant guidelines and regulations.

Rank Measured concentration (pg/ml) Rank Measured concentration (pg/ml)

1 0.09 31 0.12

2 0.10 32 0.12

3 0.10 33 0.12

4 0.10 34 0.12

5 0.10 35 0.12

6 0.10 36 0.12

7 0.10 37 0.12

8 0.10 38 0.12

9 0.10 39 0.12

10 0.10 40 0.12

11 0.11 41 0.12

12 0.11 42 0.12

13 0.11 43 0.12

14 0.11 44 0.12

15 0.11 45 0.12

16 0.11 46 0.12

17 0.11 47 0.12

18 0.11 48 0.12

19 0.11 49 0.12

20 0.11 50 0.12

21 0.11 51 0.12

22 0.11 52 0.12

23 0.11 53 0.12

24 0.11 54 0.12

25 0.11 55 0.12

26 0.11 56 0.12

27 0.11 57 0.13

28 0.11 58 0.13

29 0.11 59 0.13

30 0.12 60 0.13

Table 4. List of the 60 measured tau protein concentrations for PBS samples spiked with 0.1 pg/ml tau protein 
using the IMR tau reagent.

Dilution 
factor

Expected 
concentration 
(pg/ml)

Measured 
concentration 
(pg/ml)

Dilution 
recovery

5 203.71 221.35 108.7%

10 101.86 96.63 94.9%

20 50.93 52.26 102.6%

50 20.37 18.57 91.2%

100 10.19 8.46 83.0%

Table 5. Dilution factors, expected concentration, measured concentration, and dilution recovery for diluted 
samples used in the tests of dilution recovery range for assaying tau protein using the IMR tau reagent.
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The exclusion and inclusion criteria for healthy controls and patients with MCI due to AD, AD, PD, FTD, or 
VD are listed in Table 1. The PD patients were at the stage of either PD with normal cognition, PD MCI or PD 
dementia. The demographic information of subjects is listed in Table 2.

Preparation of human plasma. Subjects were asked to provide a 10-ml non-fasting venous blood sample 
(K3 EDTA, lavender-top tube). Colleagues were blind to all samples in the laboratory. The blood samples were 
centrifuged (1500–2500 g for 15 minutes) within 1 hour of the draw, and the plasma was aliquoted into cryotubes 
and stored at −20 °C.

Statistical analysis. A multivariate analysis of variance (MANOVA) with a Bonferroni correction was used 
to examine group differences. A receiver operating characteristics (ROC) analysis was computed to identify pos-
sible useful cutoff points.

Day Date

Run1

Day Date

Run2

(Mean1−
Mean2)2

Mean =  
(Mean1−Mean2)2Results1 Result2

Mean1 =  
(Result1 + Result2)2

(Result1−
Result2)2 Results1 Result2

Mean2 =  
(Result1 + Result2)2

(Result1−
Result2)2

1 11/6/2015 10.34 10.86 10.60 0.26 2 11/6/2015 10.86 9.85 10.35 1.02 0.0608 10.48

3 11/12/2015 10.10 11.39 10.74 1.69 4 2/1/2016 8.07 10.10 9.08 4.08 2.7570 9.91

5 2/1/2016 8.07 10.10 9.08 4.08 6 2/12/2016 8.71 10.86 9.78 4.64 0.4864 9.54

7 2/14/2016 11.12 10.34 10.73 0.61 8 2/15/2016 8.49 10.60 9.54 4.44 1.4149 10.14

9 2/18/2016 10.86 10.34 10.60 0.26 10 2/19/2016 8.71 10.60 9.65 3.58 0.9012 10.13

11 2/20/2016 9.15 8.92 9.04 0.05 12 2/23/2016 11.67 9.85 10.76 3.31 2.9730 9.90

13 2/24/2016 11.39 10.34 10.87 1.10 14 2/25/2016 9.61 8.49 9.05 1.26 3.3060 9.96

15 2/26/2016 11.12 10.10 10.61 1.06 16 2/27/2016 10.86 9.85 10.35 1.02 0.0649 10.48

17 2/28/2016 8.92 10.60 9.76 2.80 18 2/29/2016 9.61 8.49 9.05 1.26 0.5048 9.42

19 7/19/2016 7.11 11.67 9.39 20.83 20 7/19/2016 9.85 8.28 9.07 2.47 0.1050 9.23

Sum 32.76 27.08 12.5740 99.19

Table 6. Measured tau protein concentrations (listed in the columns of Result1 and Result2) in Tau-PBS sample 
1 for the analysis of precision and reproducibility using the IMR tau reagent.

Day Date

Run1

Day Date

Run2

(Mean1−
Mean2)2

Mean =  
(Mean1−Mean2)2Results1 Result2

Mean1 =  
(Result1 + Result2)2

(Result1−
Result2)2 Results1 Result2

Mean2 =  
(Result1 + Result2)2

(Result1−
Result2)2

1 12/27/2015 84.67 98.75 91.71 198.15 2 12/28/2015 100.95 86.55 93.75 207.49 4.1583 92.73

3 12/30/2015 84.67 96.60 90.64 142.18 4 12/31/2016 107.88 86.55 97.21 455.00 43.2783 93.93

5 1/6/2016 90.43 86.55 88.49 15.07 6 1/7/2016 90.43 107.88 99.16 304.47 113.7500 93.82

7 1/8/2016 98.75 100.95 99.85 4.85 8 1/13/2016 79.30 103.21 91.25 571.76 73.9465 95.55

9 1/14/2016 96.60 100.95 98.78 18.97 10 1/18/2016 90.43 88.47 89.45 3.85 86.9840 94.11

11 1/21/2016 98.75 100.95 99.85 4.85 12 3/3/2016 86.55 88.47 87.51 3.68 152.3640 93.68

13 4/1/2016 96.60 100.95 98.78 18.97 14 2/25/2016 88.47 94.50 91.48 36.32 53.2109 95.13

15 4/15/2016 103.21 100.95 102.08 5.09 16 2/27/2016 98.75 86.55 92.65 148.87 88.9489 97.37

17 4/17/2016 112.78 100.95 106.87 139.77 18 2/29/2016 81.05 100.95 91.00 396.20 251.6520 98.93

19 4/21/2016 82.84 100.95 91.90 328.07 20 7/19/2016 100.95 106.87 106.87 139.77 224.0283 99.38

Sum 875.98 2267.42 1092.3212

Table 7. Measured tau protein concentrations (listed in the columns of Result1 and Result2) in Tau-PBS sample 
2 for the analysis of precision and reproducibility using the IMR tau reagent.

Material
Mean of measured total tau protein 
concentrations

Standard deviation (Coefficient of variation)

Repeatability Within-Lab

Tau-PBS sample 1 9.91 pg/ml 1.22 pg/ml (12.3%) 1.12 pg/ml (11.3%)

Tau-PBS sample2 95.46 pg/ml 8.86 pg/ml (9.3%) 8.49 pg/ml (8.9%)

Table 8. Standard deviations of repeatability and within-lab precision for assaying tau protein concentrations 
in PBS using the tau reagent with IMR. The used samples show the mean measured total tau protein 
concentrations of 9.91 pg/ml and 95.46 pg/ml. The coefficient of variation is the ratio of the standard deviation 
to the mean of measured total tau protein concentrations.
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Results
Hook effect on assay. Phosphate buffered saline (PBS) solutions spiked with various concentrations of tau 
protein, present as six isoforms (T7951; Sigma-Aldrich), were used as samples (referred to as Tau-PBS samples) 
for IMR measurements. The tau protein concentrations of Tau-PBS samples are 0.1, 1, 10, 30, 100, 1,000, 3,000, 
and 10,000 pg/ml. The IMR signals of these Tau-PBS samples are plotted in Fig. 1. The error bar associated with 
each data point in Fig. 1 is generated from duplicate measurements. It was found that the IMR signal, IMR(%), 
is larger for higher tau protein concentrations. However, the IMR signal for the 10,000-pg/ml Tau-PBS sample is 
lower than that for the 3,000-pg/ml Tau-PBS sample. The decrease in the IMR signal at tau protein concentrations 
higher than 3,000 pg/ml is a result of the Hook effect.

The IMR signals in Fig. 1 for tau protein concentrations from 0.1 pg/ml to 3,000 pg/ml are used for exploring 
the analytic relationship that follows the logistic function

=











−

+











×γφ

φ( )
IMR(%) A B

1
100%,

(1)
tau

o

where A, B, γ and φo are fitting parameters. By fitting the tau protein concentration-dependent IMR signals in 
Fig. 1 to Eq. (1), the parameters are found to be A = 2.59, B = 7.02, γ = 0.42 and φo = 53.58. The parameter φtau is 
the tau protein concentration. The fitted logistic function is depicted by the solid line in Fig. 1. Its coefficient of 
determination (R2) is 0.999.

Assay detection limit. The global standards of the assay detection limit is described in CLSI EP17-A2, 
which provides guidance for evaluating the detection capacity of clinical laboratory measurement procedures 
(i.e., limit of blank and detection). According to CLSI EP17-A2, the limit of blank (LoB) should first be estab-
lished, followed by finding the limit of detection (LoD). LoB is established as follows: the measurements are 

Storage period 
(Day)

Measured concentration 
(pg/ml) p % Drift

0 91.71 ± 9.95 − −

50 94.89 ± 9.73 0.39 3.46

77 86.56 ± 0.31 0.27 −5.62

106 87.11 ± 0.69 0.29 −5.01

133 93.83 ± 11.70 0.43 2.30

166 87.67 ± 0.12 0.31 −4.41

Table 9. Variation in the measured tau protein concentration in the Tau-PBS sample measured on different 
days by using the IMR tau reagent.

Sample 
No. Interfering material Concentration

Measured tau protein 
concentration (pg/ml)

Mean % 
Recovery

1 None — 99.85 —

2 Hemoglobin 10000 μg/ml 99.21 99.4%

3 Conjugated bilirubin 600 μg/ml 91.67 91.8%

4 Intra lipid 30000 μg/ml 108.51 108.7%

5 Uric acid 200 μg/ml 91.67 91.8%

6 Rheumatoid factor 500 IU/ml 93.48 93.6%

7 Albumin 60000 μg/ml 95.80 95.9%

8 Acetylsalicylic acid 500 μg/ml 106.13 106.3%

9 Ascorbic acid 300 μg/ml 107.31 107.5%

10 Ampicillin sodium 1000 μg/ml 107.43 107.6%

11 Quetiapine Fumarate 100 ng/ml 107.61 107.8%

12 Galantamine hydrobromide 90 ng/ml 108.51 108.7%

13 Rivastigmine hydrogen tartrate 100 ng/ml 107.25 107.4%

14 Donepezil Hydrochloride 1000 ng/ml 100.45 100.6%

15 Memantine Hydrochloride 150 ng/ml 108.75 108.9%

Table 10. Materials and their concentrations used for interference tests for tau protein assay by utilizing the tau 
reagent with IMR. The concentration of tau protein in each sample is 100 pg/ml. The matrix is PBS solution. The 
detected tau protein concentrations of each sample are listed. Using the tau protein concentration of the pure 
Tau-PBS sample (sample No. 1) as a reference, the Mean % Recovery values of the tau protein concentration for 
other samples are calculated and listed in the right-most column.



www.nature.com/scientificreports/

8SCIENTIfIC RePoRTS | 7: 9304  | DOI:10.1038/s41598-017-09009-3

ordered according to their values, and the appropriate percentile (p) is estimated as the value of the observation 
with the rank value as determined below; in this case, p = 0.95:

LoB Results at position[0 95 N 0 5], (2)B= . × + .

where NB = 60 (NB is the number of trials) in this case. Equation (2) becomes

LoB Results at position 57 5 (3)= .

This is a non-integer value. The distribution of 60 testing results exhibits a non-Gaussian distribution. Linear 
interpolation is carried out using the 57th and 58th ranked observations according to CLSI EP17-A2. The 60 
measured concentrations for PBS samples that are not spiked with tau protein (i.e., blank samples) are ranked 
in Table 3. Using the 57th and 58th ranked observations for the linear interpolation, the 57.5th (which denotes the 
mean of the measured concentrations of the 57th and 58th tests) observation indicates that the measured concen-
tration is 0.01 pg/ml, which is the value of LoB for using the tau reagent with IMR to assay tau protein in PBS.

The limit of detection (LoD) is calculated via

= + . σLoD LoB 1 645 , (4)S

where σS is the standard deviation of the measured tau protein concentrations of Tau-PBS samples at a given 
spiked tau protein concentration (e.g., 0.1 pg/ml in this work). The tau protein concentrations of 60 Tau-PBS 
samples were measured using the tau reagent with IMR. The measured concentration for each sample is listed 
in Table 4. The mean measurement of the 60 measured concentrations is 0.11 pg/ml. The σS of the 60 measured 
concentrations is 0.01 pg/ml. The LoD for assaying tau protein is 0.026 pg/ml using Eq. (4).

Assay linearity. The range of assay linearity was evaluated by comparing the tau protein concentration pre-
dicted by the IMR signal, φtau-IMR, to the actual tau protein concentrations φtau of the Tau-PBS samples. Thus, the 
measured IMR signals of the Tau-PBS samples from 0.1 pg/ml to 3,000 pg/ml, as shown in Fig. 1, are converted 
to φtau-IMR via Eq. (1). The φtau-IMR versus φtau are plotted in Fig. 2. The relationship between φtau-IMR and φtau was 
found to be

φ = . φ− 1 00 (5)tau IMR tau

The coefficient of determination R2 is 0.999, and the correlation coefficient is 0.999. The acceptance criteria 
of the slope and correlation coefficient in the φtau-IMR − φtau curve are 0.9~1.1 and ≥0.95, respectively. The test 
results meet the acceptance criteria. Hence, the analytical measurement range for assaying tau protein using the 
tau reagent with IMR spans from 0.1 to 3,000 pg/ml.

Dilution recovery range. One sample of PBS solution spiked with a known, purified Tau concentration 
(1018.57 pg/ml, measured with IMR) was diluted by factors of 5, 10, 20, 50 and 100 with PBS solution. The 
expected tau protein concentrations of these diluted samples were determined to be 203.57, 101.86, 50.93, 20.37, 
and 10.19, respectively, by dividing 1018.57 pg/ml by the dilution factors. The measured tau protein concentra-
tions of these diluted samples were assayed using the tau reagent with IMR, as listed in Table 5. From the expected 
concentration and the measured concentration, the dilution recovery can be determined by

= ×Dilution recovery Measured concentration
Expected concentration

100%
(6)

The dilution recoveries are listed in the right-most column of Table 3. The recoveries for tau protein solutions 
diluted at 1:5, 1:10, 1:20, and 1:50 ranged from 91.2% to 108.7%, which are within the acceptable dilution recovery 
range, i.e., from 90% to 110%. The recovery of the tau protein solution diluted by a factor of 100 is lower than 90%. 
This result implies that the sample used for IMR tau protein assay should not be diluted more than 100 times.

Assay reproducibility. Reproducibility testing was conducted in accordance with the CCLS EP5-A3: 
Approved Guidelines for Evaluation of Precision Performance of Quantitative Measurement Methods. The 
Tau-PBS samples were measured in duplicate in one run. Two sequential measurements containing two duplicate 

Plasma 
sample 
No.

Volume ratio 
(PRA:PRF)

Original 
concentration 
(pg/ml)

Expected 
concentration 
(pg/ml)

Measured 
concentration 
(pg/ml)

Spiked 
recovery 
rate (%)

PRA — 21.54 — — —

PRB 95%:5% — 99.91 99.47 99.6

PRC 75%:25% — 413.42 418.91 101.3

PRD 50%:50% — 805.30 737.09 91.5

PRE 25%:75% — 1197.18 1132.32 94.6

PRF — 1589.06 — — —

Table 11. Measured tau protein concentration using the IMR reagent and spiked recovery rate for spiked tau 
plasma samples.
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measurements each are regarded as two runs. Two different and unknown tau protein concentrations were used 
for the tests. The measured tau protein concentrations φtau-IMR using the tau reagent with IMR are listed in Table 6 
(Tau-PBS sample 1) and 7 (Tau-PBS sample 2). The mean concentrations of each pool are 9.91 pg/ml (Tau-PBS 
sample 1) and 95.46 pg/ml (Tau-PBS sample 2).

Following the statistical method described in the CCLS EP5-A3: Approved Guidelines for Evaluation of 
Precision Performance of Quantitative Measurement Methods, an analysis of the results in Tables 6 and 7 yields 
the within-lab precision and standard deviations of repeatability, which are shown in Table 8. The imprecision 
(%CV) of assaying tau protein using the tau reagent with IMR is less than 15%.

Reagent stability. A Tau-PBS sample is used to test reagent stability. The tau reagent was stored at 2–8 °C 
during the test. The variation in the measured tau protein concentration of the Tau-PBS sample on different days 
is listed in Table 9. The standard deviation of each measured concentration was determined from duplicate meas-
urements. The measured concentration on Day 0 (week 0) is used as a reference, and the p value of the measured 
concentrations in other weeks are calculated and are listed in the right-most column in Table 9. All p values are 
higher than 0.05. This result implies that there is no significant variation among these measured concentrations. 
The % drift of the measured tau protein concentration, in comparison with Day 0, at each time point was within 
the range −10% to 10%. Therefore, the data demonstrate a 166-day stability period for the tau reagent when 
stored at 2–8 °C.

Interference test. Human plasma may contain materials that can interfere with these measurements, such as 
hemoglobin, bilirubin or intralipid (associated with diseases such as hemolysis, jaundice or hypertriglyceridemia). 

Figure 3. (a) Measured tau protein concentrations, φtau-IMR, in human plasma for healthy controls and various 
types of dementia, including VD ( ), PD ( ), MCI due to AD ( ), FTD ( ), and AD ( ). (b) ROC curve for 
discriminating between healthy controls and dementia subjects in terms of plasma tau protein concentration. 
The cutoff value of plasma tau protein concentration to discriminate healthy controls from dementia subjects 
was 17.43 pg/ml, as plotted with the dashed line in (a). The corresponding clinical sensitivity and specificity are 
0.856 and 0.742, respectively. The area under the ROC curve is 0.907.

VD PD MCI due to AD FTD AD

Healthy controls 0.517 0.829 1.000 0.961 1.000

Table 12. Clinical sensitivity for discriminating between each type of dementia and healthy controls using 
17.43 pg/ml of plasma tau protein as a cutoff value.
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Other biomaterials naturally exist in plasma, such as uric acid, rheumatoid factor or albumin, which also inter-
fere. Drugs or chemicals in medicine used to treat inflammatory diseases, viral and bacterial infections, cancers 
and cardiovascular disease may also interfere. Each of the natural biomaterials and drugs or chemicals tabulated 
in Table 10 were added to individual PBS solutions, which also contained 100 pg/ml tau protein. Their concen-
trations are listed in Table 8. Note that the concentrations of the interfering materials used in this study are much 
greater than ordinary levels. For example, the level of hemoglobin in the blood of a patient with hemolysis is 
approximately 500 μg/ml. The concentration of hemoglobin used in Sample No. 2 is 1000 μg/ml. The measured 
tau protein concentrations for these 100-pg/ml Tau-PBS solutions are listed in Table 10. The measured tau protein 
concentration for the PBS solution (Sample No. 1) with only 100-pg/ml tau protein is used as a reference. All the 
measured tau protein concentrations for the other PBS samples (Sample Nos 2–15) with both 100-pg/ml tau pro-
tein and the interfering materials are compared with the reference tau protein concentration (Sample No. 1). The 
Mean % Recovery is determined by the ratio of the measured tau protein concentration of a sample to that of the 
reference sample (No. 1). Acceptable Mean % Recovery values range from 90.0% to 110.0%. The results showed 
that the Mean % Recovery of these tests ranges from 91.8 to 108.9, as shown in Table 8. This finding indicates that 
the biomolecules, drugs and chemicals listed in Table 10 do not interfere with the assay for tau protein using the 
tau reagent with IMR.

Spiked recovery. The tau protein concentration of a human plasma sample (No. PRA in Table 11) was deter-
mined via IMR assay to be 21.54 pg/ml. The other human plasma sample spiked with tau protein (No. PRF) was 
assayed using the tau reagent with IMR and found to be 1589.06 pg/ml. Sample PRF was spiked into sample PRA 
at various volume ratios, as listed in Table 9, to obtain tau plasma samples of various tau protein concentrations. 
The expected concentrations of various spiked tau plasma samples are listed in Table 11. The measured tau protein 
concentrations of these spiked human plasma samples were determined using the tau reagent with IMR, as listed 
in Table 11. The spiked recovery was calculated as the ratio of the measured concentration to the expected con-
centration. As shown in the right-most column in Table 11, the spiked recovery ranges from 90% to 110% with a 
mean of 96.8% for tau plasma samples using the tau reagent with IMR.

Plasma tau protein concentrations in dementia. The tau reagent with IMR was used to assay tau pro-
tein, φtau-IMR, in plasma for healthy human controls and subjects with various types of dementia. The results are 
plotted in Fig. 3(a). Each data point in Fig. 3(a) denotes the tau protein concentration of a subject. The average 
values and the standard deviations of the measured tau protein concentrations, φtau-IMR, for every group are listed 
in Table 2. The healthy controls exhibit the lowest level of plasma tau protein, whereas the AD patients show the 
highest level of plasma tau protein.

The detected concentrations of plasma tau protein shown in Fig. 3 range from 10 to 100 pg/ml, which is higher 
than that reported in other studies such as ref. 33 (1–10 pg/ml). The difference might be attributed from the assay 
technologies. The technology, so-called single molecule assay (SIMOA), was used to assay plasma tau protein in 
ref. 27. The SIMOA utilizes magnetic nanoparticles for the purification of tau protein molecules (or to concentrate 
tau protein molecules). This process usually causes loss of tau protein molecules. IMR is a direct measurement of 
plasma tau protein molecules. Hence, the levels of plasma tau protein molecules detected with SIOMA would be 
lower than that of IMR.

Discussion
According to the results shown in Fig. 3, an average tau protein concentration φtau-IMR of (13.37 ± 7.77) pg/ml in 
the plasma was found in healthy controls (n = 66). The φtau-IMR in plasma of subjects suffering from VD (n = 29) 
was measured as (19.96 ± 9.95) pg/ml, which is slightly higher than that of healthy controls (p < 0.05). The results 
are consistent with the reported observations for the elevation of tau protein concentrations in the CSF of VD 
patients41–43.

The φtau-IMR was (26.20 ± 8.37) pg/ml for PD patients (n = 41), and this value is significantly larger than that 
for VD (p < 0.05). This result might imply that the neurofibrillary tangle formation is more common in PD than 
in VD. Remarkably, a clear difference in the plasma tau protein concentration was observed between healthy 
controls and PD patients (p < 0.001). Hence, PD may be related to tauopathy.

For the plasma tau protein concentration in patients with MCI due to AD (n = 24), the φtau-IMR values are 
(33.33 ± 7.77) pg/ml. The p value in φtau-IMR between MCI due to AD and PD is smaller than 0.001, indicating 
a significant difference in φtau-IMR between these two types of dementia. A significant difference in φtau-IMR was 
also found between FTD and MCI due to AD (p < 0.001). The FTD patients (n = 26) had a plasma tau protein 
concentration of (41.28 ± 20.13) pg/ml. The φtau-IMR values of AD patients (n = 29) showed the highest level, 
(55.44 ± 22.45) pg/ml, resulting in a p value smaller than 0.05 compared with the φtau-IMR of FTD. It should be 
noted that AD and MCI due to AD are highly related to tauopathy (i.e., neurofibrillary tangle formation of neu-
rons). The fact that FTD has a tau protein level between those of MCI due to AD and AD suggests that the 
neurofibrillary tangle formation plays a role in causing FTD. This fact is consistent with observations of neurofi-
brillary tangles in the brain biopsies of FTD patients.

By combining all patients in the category of dementia subjects, an analysis of the receiver operating charac-
teristic (ROC) curve was conducted to discriminate between healthy controls and dementia subjects in terms of 
plasma tau protein concentration; the results are shown in Fig. 3(b). The cutoff value for the plasma tau protein 
concentration is 17.43 pg/ml, as plotted with the dashed line in Fig. 3(a). The corresponding clinical sensitivity 
and specificity are 0.856 and 0.742, respectively. The area under the curve is 0.907. These results support the fea-
sibility of screening for dementia in VD, PD, MCI due to AD or AD by assaying plasma tau protein. The clinical 
sensitivity of screening each type of dementia, using 17.43 pg/ml as a cutoff value for the plasma tau protein 
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concentration, was calculated and is listed in Table 12. The clinical sensitivity between VD and healthy controls 
is 0.517. The clinical sensitivity between healthy controls and either that of PD, MCI due to AD, FTD or AD is 
higher than 80%. Therefore, plasma tau protein is a promising biomarker for screening for VD, PD, MCI due 
to AD, FTD and AD. Note, the clinical sensitivity of discriminating VD from healthy controls using plasma tau 
protein levels is 0.517. This finding means that the plasma tau protein concentrations of VD mostly overlap with 
those of healthy controls. Although some reports showed an elevation of CSF tau protein concentration in VD 
compared to healthy controls41–43, other published papers demonstrated no significant increase in CSF tau protein 
levels in VD44, 45. Furthermore, pathological evidence was given to reveal insufficient neurofibrillary tangles in 
temporal and frontal cortices in VD46–48. The inconsistency among studies on tauopathy in VD might be a result 
of the severity of cerebrovascular disease, age, or the acute or chronic phase of brain ischemia41, 44, 49. More effects 
are needed to clarify the role of each factor in VD.

Conclusion
The tau reagent consisting of magnetic nanoparticles functionalized with antibodies and dispersed in PBS solu-
tion has been developed for IMR assay. The measurement range for the tau protein using the tau reagent with 
IMR ranges from 0.1 to 3,000 pg/ml, and the measurement imprecision is less than 15%. Additionally, no inter-
ference was observed in this assay in the IMR results. Thus, the tau reagent with IMR method has high sensitivity 
and high specificity. By applying IMR to assaying tau protein in human plasma, the tau protein level for healthy 
controls was found to be approximately 13 pg/ml, which is relatively lower than that for VD, PD, MCI due to AD, 
FTD, and AD. Furthermore, the plasma tau protein level increases in the sequence of VD, PD, MCI due to AD, 
FTD, and AD. These results demonstrate the possibility of assaying plasma tau protein for screening for neuro-
degenerative diseases.

References
 1. Binder, L. I., Frankfurter, A. & Rebhun, L. I. The distribution of Tau in the mammalian central nervous system. J. Cell Biol. 101, 

1371–1378 (1985).
 2. Goedert, M., Spillantini, M. G., Jakes, R., Rutherford, D. & Crowther, R. A. Multiple isoforms of human microtubule-associated 

protein tau: sequences and localization in neurofibrillary tangles of Alzheimer’s disease. Neuron 3, 519–526 (1989).
 3. Trojanowski, J. Q., Schuck, T., Schmidt, M. L. & Lee, V. M. Distribution of tau proteins in the normal human central and peripheral 

nervous system. J. Histochem. Cytochem. 37, 209–215 (1989).
 4. Wood, J. G., Mirrat, S. S., Pollock, N. J. & Binder, L. I. Neurofibrillary tangles of Alzheimer disease share antigenic determinants with 

the axonal microtubule-associated protein tau (τ). Proc. Nail. Acad. Sci. USA 83, 4040–4043 (1986).
 5. Méphon-Gaspard, A. et al. Cell Mol Life Sci. 73, 3745–3760 (2016).
 6. Hirokawa, N., Funakoshi T., Sato-Harada, R. & Kanai, Y. Selective stabilization of tau in axons and microtubule-associated protein 

2C in cell bodies and dendrites contributes to polarized localization of cytoskeletal proteins in mature neurons. J. Cell Biol. 132, 
667–79 (1996).

 7. Vandermeeren, M. et al. Detection of tau proteins in normal and Alzheimer’s disease cerebrospinal fluid with a sensitive sandwich 
enzyme-linked immunosorbent assay. J Neurochem 61, 1828–1834 (1993).

 8. Vanmechelen, E. et al. Cerebrospinal fluid τ and β-amyloid(1–42) in dementia disorders. Mechan Ageing Devel 122, 2005–2011 (2001).
 9. Arai, H. et al. Tau in cerebrospinal fluid: A potential diagnostic marker in Alzheimer’s disease. Ann Neurol 38, 649–652 (1995).
 10. Mori, H. et al. Tau in cerebrospinal fluids: establishment of the sandwich ELISA with antibody specific to the repeat sequence in tau. 

Neurosci Lett 186, 181–183 (1995).
 11. Blennow, K. et al. Tau protein in cerebrospinal fluid: a biochemical marker for axonal degeneration in Alzheimer disease? Mol Chem 

Neuropathol 26, 231–245 (1995).
 12. Green, A. J., Harvey, R. J., Thompson, E. J. & Rossor, M. N. Increased tau in the cerebrospinal fluid of patients with frontotemporal 

dementia and Alzheimer’s disease. Neurosci Lett 259, 133–135 (1999).
 13. Landqvist, W. M. et al. Cerebrospinal fluid neurofilament light chain protein levels in subtypes of frontotemporal dementia. BMC 

Neurol 13, 54 (2013).
 14. Arai, H. et al. Cerebrospinal fluid tau levels in neurodegenerative diseases with distinct tau-related pathology. Biochem Biophys Res 

Commun 236, 262–264 (1997).
 15. Parnetti, L. et al. Cerebrospinal fluid Tau/α-synuclein ratio in Parkinson’s disease and degenerative dementias. Mov Disord 26, 

1428–1435 (2001).
 16. Kanemaru, K., Komeda, N. & Yamanouchi, H. Decreased CSF amyloid β42 and normal tau levels in dementia with Lewy bodies. 

Neuro. 9, 1875–1876 (2000).
 17. Andersson, M., Zetterberg, H., Minthon, L., Blennow, K. & Londos, E. The cognitive profile and CSF biomarkers in dementia with 

Lewy bodies and Parkinson’s disease dementia. Int J Geriatr Psychiatry 26, 100–105 (2011).
 18. Shi, M. et al. Cerebrospinal fluid biomarkers for Parkinson disease diagnosis and progression. Ann Neurol 69, 570–580 (2011).
 19. Kang, J. H. et al. Association of cerebrospinal fluid β-amyloid 1-42, T-tau, P-tau181, and α-synuclein levels with clinical features of 

drug-naive patients with early Parkinson disease. JAMA Neurol 70, 1277–1287 (2013).
 20. Henchcliffe, C. Blood and cerebrospinal fluid markers in Parkinson’s disease: current biomarker findings. Curr Biomarker Findings 

5, 1–11 (2015).
 21. Hall, S. et al. Longitudinal measurements of cerebrospinal fluid biomarkers in Parkinson’s disease. Mov Disorders 31, 898–904 

(2016).
 22. Vranová, H. P. et al. Tau protein, beta-amyloid1–42 and clusterin CSF levels in the differential diagnosis of Parkinsonian syndrome 

with dementia. J Neurol Sci 343, 120–124 (2014).
 23. Xia, W. et al. A specific enzyme-linked immunosorbent assay for measuring beta-amyloid protein oligomers in human plasma and 

brain tissue of patients with Alzheimer disease. Arch Neurol 66, 190–199 (2009).
 24. Oh, E. S. et al. Comparison of conventional ELISA with electrochemiluminescence technology for detection of amyloid-β in plasma. 

J Alzheimers Dis 21, 769–773 (2010).
 25. Kvartsberg, H. et al. Characterization of the postsynaptic protein neurogranin in paired cerebrospinal fluid and plasma samples from 

Alzheimer’s disease patients and healthy controls. Alzheimers Res Ther 7, 40–48 (2015).
 26. Birkmann, E. et al. Counting of single prion particles bound to a capture-antibody surface (surface-FIDA). Vet Microbiol 123, 

294–304 (2007).
 27. Oliver, K. G., Kettman, J. R. & Fulton, R. J. Multiplexed analysis of human cytokines by use of the FlowMetrix system. Clin Chem 44, 

2057–2060 (1998).



www.nature.com/scientificreports/

1 2SCIENTIfIC RePoRTS | 7: 9304  | DOI:10.1038/s41598-017-09009-3

 28. Olsson, A. et al. Simultaneous measurement of β-Amyloid(1–42), total Tau, and phosphorylated Tau (Thr181) in cerebrospinal fluid by 
the xMAP technology. Clin Chem 51, 336–345 (2005).

 29. Kim, J. S. et al. Detection and quantification of plasma amyloid-β by selected reaction monitoring mass spectrometry. Analy Chim 
Acta 840, 1–9 (2014).

 30. Mondello, S. et al. CSF and plasma amyloid-β temporal profiles and relationships with neurological status and mortality after severe 
traumatic brain injury. Sci Rep 4, 6446–6451 (2014).

 31. Janelidze, S. et al. Plasma β-amyloid in Alzheimer’s disease and vascular disease. Sci Rep 6, 26801-1-11 (2016).
 32. Chiu, M. J. et al. New assay for old markers-plasma beta amyloid of mild cognitive impairment and Alzheimer’s disease. Curr 

Alzheimer Res 9, 1142–1148 (2012).
 33. Zetterberg, H. et al. Plasma tau levels in Alzheimer’s disease. Alzheimers Res Ther 5, 9-1-3 (2013).
 34. Hong, C. Y. et al. Magnetic susceptibility reduction method for magnetically labeled immunoassay. Appl Phys Lett 88, 212512-1-3 

(2006).
 35. Yang, C. C. et al. Effect of molecule-particle binding on the reduction in the mixed-frequency ac magnetic susceptibility of magnetic 

bio-reagents. J Appl Phys 112, 24704-1-4 (2012).
 36. Chieh, J. J. et al. Hyper-high-sensitivity wash-free magnetoreduction assay on bio-molecules using high-Tc superconducting 

quantum interference devices. J Appl Phys 103, 14703-1-6 (2008).
 37. Chiu, M. J. et al. Plasma tau as a window to the brain-negative associations with brain volume and memory function in mild 

cognitive impairment and early Alzheimer’s disease. Hum Brain Mapp 35, 3132–3142 (2014).
 38. Lue, L. F. et al. Plasma levels of Abeta42 and tau identified probable Alzheimer’s dementia: findings in two cohorts. Neurobiol Aging 

(pending).
 39. Chiu, M. J. et al. Combined plasma biomarkers for diagnosing mild cognition impairment and Alzheimer’s disease. ACS Chem 

Neurosci 4, 1530–1536 (2013).
 40. Rascovsky, K. et al. Sensitivity of revised diagnostic criteria for the behavioural variant of frontotemporal dementia. Brain 134, 

2456–2477 (2011).
 41. Andreasen, N. et al. Cerebrospinal fluid tau protein as a biochemical marker for Alzheimer’s disease: a community based follow up 

study. J. Neurol. Neurosurg. Psychiatry 64, 298–305 (1998).
 42. Kaerst, L. et al. Cerebrospinal fluid biomarkers in Alzheimer’s disease, vascular dementia and ischemic stroke patients: a critical 

analysis. J. Neurol. 260, 2722–2727 (2013).
 43. Abdalla, B. et al. Candidate biomarkers and CSF profiles for Alzneimer’s disease and CADASIL. Internal. J. Brain Cong. Sci. 4, 15–27 

(2015).
 44. Arai, H. et al. No increase in cerebrospinal fluid tau protein levels in patients with vascular dementia. Neurosci. Lett. 256, 174–176 

(1998).
 45. Formich, P. et al. CSF biomarkers profile in CADASIL – A model of pure vascular dementia: Usefulness in differential diagnosis in 

the dementia disorder. Internal. J. Alzheimer’s Dis. 2010, 959257-1-6 (2010).
 46. Kalaria, R. N. et al. Towards defining the neuropathological subjects of vascular dementia. J. Neurol. Sci. 226, 75–80 (2004).
 47. Toledo, J. B. et al. Contribution of cerebrovascular disease in autopsy confirmed neurodegenerative disease cases in the National 

Alzheimer’s Coordinating Centre. Brain 136, 2697–2706 (2013).
 48. Elizabeta, B. et al. Tau proteins in the temporal and frontal cortices in patients with vascular dementia. J. Neuropathol. Exp. Neurol. 

74, 148–157 (2015).
 49. Skoog, I. et al. A population based study on tau protein and ubiquitin in cerebrospinal fluid in 85-year-olds: relation to severity of 

dementia and cerebral atrophy, but not to the apoloporotein E4 allele. Neurodegeneration 4, 433–442 (1995).

Acknowledgements
This work was supported by New Taipei City, Taiwan under grant number 105036.

Author Contributions
S.Y.Y. designed the experiments and prepared the manuscript. M.J.C., T.F.C., C.H.L., J.S.J., and S.C.T. collected the 
human plasma samples and provided medical information on the enrolled subjects. Y.F.L. and H.H.C. performed 
the IMR measurements. C.C.Y., B.H.L., and C.C.W. performed the data analysis.

Additional Information
Competing Interests: Shieh-Yueh Yang, Yen-Fu Lee, Che-Chuan Yang, Bing-Hsien Liu, and Hsin-Hsien Chen 
are employees of MagQu Co., Ltd., receive salaries from MagQu, and hold MagQu stock. Chau-Chung Wu also 
holds MagQu stock. Ming-Jang Chiu, Ta-Fu Chen, Chin-Hsien Lin, Jiann-Shing Jeng, and Sung-Chun Tang 
have no conflicts of interest.
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://creativecommons.org/licenses/by/4.0/

	Analytical performance of reagent for assaying tau protein in human plasma and feasibility study screening neurodegenerativ ...
	Methods
	Constitution of the tau reagent. 
	Measurement of IMR signal. 
	Recruitment of subjects. 
	Preparation of human plasma. 
	Statistical analysis. 

	Results
	Hook effect on assay. 
	Assay detection limit. 
	Assay linearity. 
	Dilution recovery range. 
	Assay reproducibility. 
	Reagent stability. 
	Interference test. 
	Spiked recovery. 
	Plasma tau protein concentrations in dementia. 

	Discussion
	Conclusion
	Acknowledgements
	Figure 1 IMR signal as a function of the tau protein concentration in PBS solution.
	Figure 2 Measured tau protein concentration, φtau-IMR, versus spiked tau protein concentration in PBS solution, φtau.
	Figure 3 (a) Measured tau protein concentrations, φtau-IMR, in human plasma for healthy controls and various types of dementia, including VD (), PD (), MCI due to AD (), FTD (), and AD ().
	Table 1 Exclusion and inclusion criteria for recruiting healthy controls and subjects with MCI due to AD, AD, PD, FTD, or VD in this study.
	Table 2 Demographic information of subjects enrolled in this study.
	Table 3 Ranking list of the 60 measured tau protein concentrations for PBS samples not spiked with tau protein using the IMR tau reagent.
	Table 4 List of the 60 measured tau protein concentrations for PBS samples spiked with 0.
	Table 5 Dilution factors, expected concentration, measured concentration, and dilution recovery for diluted samples used in the tests of dilution recovery range for assaying tau protein using the IMR tau reagent.
	Table 6 Measured tau protein concentrations (listed in the columns of Result1 and Result2) in Tau-PBS sample 1 for the analysis of precision and reproducibility using the IMR tau reagent.
	Table 7 Measured tau protein concentrations (listed in the columns of Result1 and Result2) in Tau-PBS sample 2 for the analysis of precision and reproducibility using the IMR tau reagent.
	Table 8 Standard deviations of repeatability and within-lab precision for assaying tau protein concentrations in PBS using the tau reagent with IMR.
	Table 9 Variation in the measured tau protein concentration in the Tau-PBS sample measured on different days by using the IMR tau reagent.
	Table 10 Materials and their concentrations used for interference tests for tau protein assay by utilizing the tau reagent with IMR.
	Table 11 Measured tau protein concentration using the IMR reagent and spiked recovery rate for spiked tau plasma samples.
	Table 12 Clinical sensitivity for discriminating between each type of dementia and healthy controls using 17.




