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Decreased Circulating Levels 
of Dickkopf-1 in Patients with 
Exudative Age-related Macular 
Degeneration
Fangfang Qiu1,2, Zhen Liu1, Yueping Zhou1, Jia He1, Songjian Gong3, Xue Bai3,4, Yingxia Zeng3, 
Zuguo Liu1,2 & Jian-xing Ma2

Aberrant activation of the Wnt/β-catenin signaling pathway plays a pathogenic role in retinal 
inflammation and neovascularization. Here, we investigated whether circulating levels of Dickkopf-1 
(DKK-1), a specific inhibitor of this pathway, are altered in patients with exudative age-related macular 
degeneration (AMD). Plasma was obtained from 128 patients with exudative AMD, 46 patients with 
atrophic AMD and 111 healthy controls. DKK-1 levels in plasma were measured using ELISA, and data 
analyzed with one-way ANOVA, logistic regression analysis and receiver-operating characteristic 
analysis (ROC). We found that DKK-1 levels were decreased in exudative AMD patients, compared with 
healthy controls (P < 0.001) and atrophic AMD patients (P < 0.001). The decrease was more prominent 
in patients with classic choroidal neovascularization (CNV) than those with occult CNV (P < 0.001). 
The odds ratio (OR) of exudative AMD was 11.71 (95% CI; 5.24–6.13) for lowest versus upper quartile 
of DKK-1 levels. For discriminating exudative AMD patients, the optimum diagnostic cutoff of DKK-1 
was 583.1 pg/mL with the area under curve (AUC) 0.76 (95% CI, 0.70–0.82; P < 0.001), sensitivity 78.1% 
and specificity 63.1%. These findings suggested that decreased circulating DKK-1 levels are associated 
with the development and severity of exudative AMD, and have potential to become a biomarker for 
exudative AMD.

Age–related macular degeneration (AMD) is the leading cause of severe and irreversible vision loss in elderly 
population in developed countries1, 2. There are two forms of this progressive disease: atrophic AMD and exu-
dative AMD. Exudative AMD, an advanced stage of AMD, is responsible for 90% severe vision loss in AMD 
patients2. Choroidal neovascularization (CNV), defined as newly formed blood vessels arising from choriocap-
illaries, is the hallmark of exudative AMD and the main cause of vision loss3. Atrophic AMD can progress to 
exudative AMD4. The pathogenesis of exudative AMD is not fully understood, and biomarkers for its clinical 
detection are limited. It is, therefore, essential and important to identify etiology and the risk factor(s) associated 
with exudative AMD and to develop novel biomarkers for detection and prognosis of this disease.

The Wnt/β-catenin signaling pathway is a multifunctional pathway that is involved in embryonic development 
and also controls homeostatic self-renewal in various adult tissues5. Wnt proteins are a family of secreted glyco-
proteins which bind to a receptor complex consisting of frizzled and low-density lipoprotein receptor-related 
protein 5/6 (LRP5/6), leading to the stabilization and accumulation of β-catenin. Subsequently, β-catenin trans-
locates into the nucleus and activates transcription of multiple target genes including some inflammatory and 
angiogenic factors6, 7. Dickkopf-1 (DKK-1), a well-established natural inhibitor of Wnt signaling, binds to LRP5/6 
and sequesters LRP5/6 from dimerization with frizzled, subsequently inhibiting Wnt signaling7.
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DKK-1 is a secreted protein and readily detectable in the circulation, and measurement of its circulating levels 
is useful for the clinical investigation of the diseases associated with Wnt signaling8. The DKK-1 level has been 
proposed as a diagnostic and prognostic biomarker for many diseases such as hepatocellular carcinoma9, pancre-
atic cancer10, lung and esophageal cancer11. Our recent study also found that changes of DKK-1 levels in the circu-
lation are associated with the development of diabetic retinopathy12, in which over-activation of the Wnt pathway 
plays a pathogenic role. Our previous studies, based on cell culture and the laser-induced CNV animal model, 
demonstrated that the Wnt/β-catenin signaling pathway plays an important role in the development of CNV. This 
pathway is activated in the retina and retinal pigment epithelial cells (RPE) in the CNV mouse model13, and acti-
vation of the Wnt/β-catenin pathway plays a pathogenic role in the up-regulation of angiogenic factors7. However, 
there is no clinical evidence implicating the dysregulation of Wnt signaling in exudative AMD in human patients. 
In order to better understand the role of the Wnt pathway in the pathogenesis of AMD and identify a biomarker 
for this disease, we measured plasma DKK-1 levels in exudative AMD patients and investigated if circulating 
DKK-1 levels are associated with this disease in the present study. We also determined the correlation of DKK-1 
levels with clinical profiles, such as subtype of CNV, severity of the disease, and analyzed the potential value of 
circulating DKK-1 levels as a biomarker for exudative AMD.

Results
Demographic characteristics of subjects.  Characteristics of subjects were shown in Table 1. A total 
of 285 subjects including 111 healthy controls, 46 patients with atrophic AMD and 128 patients with exudative 
patients were recruited. Subjects were gender and age-matched among these groups. There were also no differ-
ences in smoking status, hypertension, diabetes or cardiovascular diseases among these subjects. Of patients 
with exudative AMD, there were 47 patients with classic CNV and 81 with occult CNV; 35 patients had bilateral 
exudative AMD, and 93 had unilateral exudative AMD.

Plasma levels of DKK-1 were decreased in patients with exudative AMD.  The distributions of 
plasma DKK-1 levels in healthy controls, patients with atrophic AMD and patients with exudative AMD were all 
approximately normal distribution (One-sample Kolmogorov–Smirnov test, all P > 0.05; Table 2). Depending on 
the normal distribution of DKK-1 levels, one-way ANOVA analysis was used to analyze the difference of DKK-1 
among these study groups. It was found that there were a significant difference of DKK-1 levels among these three 
groups (one-way ANOVA analysis, F value = 28.98; P < 0.001; Table 2, Fig. 1). Mean DKK-1 levels in patients 
with exudative AMD were decreased by 32.5% and 26.7%, respectively, compared with those in healthy controls 
(Tamhane test, P < 0.001) and patients with atrophic AMD (Tamhane test, P < 0.001). However, no significant 
difference was observed in DKK-1 levels between patients with atrophic AMD and healthy controls (Tamhane 
test; P = 0.533). These results suggested that decreased levels of DKK-1 in the circulation are associated with exu-
dative AMD, but not atrophic AMD.

Characteristic

Healthy 
controls 
(n = 111)

Atrophic 
AMD 
(n = 46)

Exudative 
AMD 
(n = 128)

Sex, n (%)

  Female 56 (50.5) 26 (56.5) 68 (53.1)

  Male 55 (49.5) 20 (43.5) 60 (46.9)

Age (years)

  Mean ± SD 64.99 ± 8.47 65.67 ± 8.55 66.18 ± 8·30

  Median (range) 68 (50–84) 68 (50–80) 68 (50–88)

Smoking, n (%)

  Never 76 (68.5) 30 (65.2) 77 (60.2)

  Former 17 (15.3) 8 (17.4) 23 (17.9)

  Current 18 (16.2) 8 (17.4) 28 (21.9)

Systemic diseases, n (%)

  Hypertension 31 (27.9) 12 (26.1) 38 (29.7)

  Cardiovascular disease 6 (5.4) 3 (6.4) 8 (6.2)

Subtypes of CNV, n

  Classic CNV 47

  Occult CNV 81

Laterality of exudative AMD, n

  Unilateral 93

  Bilateral 35

Table 1.  Demographic and Clinical Characteristics of Subjects. AMD = age-related macular degeneration; 
CNV =choroidal neovascularization. Data were expressed as number (%), mean ± SD, or median (range). Chi-
square tests were used for comparisons of the categorical variables; One-way analysis of variance (ANOVA) was 
used for comparisons of the continuous variable (age). All P > 0.05 for differences of sex, age, smoking status, 
hypertension and cardiovascular disease among healthy controls, atrophic AMD and exudative AMD.
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Decreased plasma DKK-1 levels were associated with the subtype of CNV in exudative 
AMD.  We further investigated the relations between plasma DKK-1 levels and the progression or severity of 
exudative AMD. Patients with exudative AMD were divided into unilateral exudative AMD and bilateral exu-
dative AMD according to laterality of having exudative AMD. They were also divided into occult CNV and 
classic CNV according the subtypes of CNV. The distributions of plasma DKK-1 levels in these groups were all 
approximately normal distribution (One-sample Kolmogorov–Smirnov test, all P > 0.05; Table 2). Depending 
on the normal distribution of DKK-1 levels, Student t-test was used to analyze the difference of DKK-1 levels 
between two groups. No significant difference was found between the patients with unilateral exudative AMD 
and patients with bilateral exudative AMD (Student t-test, P = 0.55; Table 2, Fig. 2A). However, it was found 
that DKK-1 levels were significantly lower in patients with classic CNV, than in those with occult CNV (Student 
t-test, P = 0.011; Table 2; Fig. 2B), and DKK-1 levels in both occult CNV and classic CNV patients were decreased 
compared with that in healthy control and atrophic AMD (Student t-test, all P < 0.01; Table 2; Fig. 2B). Classic 
CNV and occult CNV are two subtypes of CNV in exudative AMD. Occult CNV is believed to be located in the 
sub-RPE space, while classic CNV is believed to be located in the subretinal space, and progressive leakage can 
be seen throughout the angiogram, and is associated with more aggression of the disease and more severe vision 
loss14. These results indicated that the reduction of DKK-1 is also associated with the progression or severity of 
exudative AMD or CNV.

Decreased plasma DKK-1 levels were associated with the higher risk of exudative AMD.  To 
further clarify the potential clinical relevance, DKK-1 levels in the study subjects were separated into quartiles. As 
shown in Table 3 and Fig. 3A, the distribution of quartile of DKK-1 was also found to have significant difference 
among healthy controls, patients with atrophic AMD, and patients with exudative AMD (χ2 = 71.25, P < 0.001). 
Its distribution in exudative AMD was significantly different from that in healthy controls (χ2 = 44.44, P < 0.001) 
and patients with atrophic AMD (χ2 = 17.78, P < 0.001), with the highest proportion of exudative AMD patients 
(50/128[39.1%]) in the lowest DKK-1 quartile (Q1, <393.79 pg/mL); while the distribution of DKK-1 quartile 
having no significant difference between atrophic AMD and healthy controls (χ2 = 2.36, P = 0.50). These results 

Group N

Dickkopf-1 Levels (pg/mL)

Normal 
distribution 
tested†

Mean ± SD Minimum Maximum Z values P values

Healthy controls 111 699.21 ± 272.99 179.45 1460.77 0.856 0.456

Atrophic AMD 46 643.61 ± 253.22 287.86 1351.23 0.601 0.862

Exudative AMD

  Total 128 471.78 ± 192.39 108.37 1045.14 1.178 0.124

  Unilateral CNV 93 479.95 ± 200.38 108.37 1045.14 1.111 0.169

  Bilateral CNV 35 450.09 ± 170.13 158.74 896.78 0.751 0.626

  Occult CNV 81 504.52 ± 202.73 139.85 1045.14 1.131 0.155

  Classic CNV 47 415.37 ± 159.93 108.37 785.80 0.615 0.843

Table 2.  Normal Distribution of Dickkopf-1 Levels in Study Subjects. AMD = age-related macular 
degeneration; CNV = choroidal neovascularization. †Data were tested by one-sample Kolmogorov–Smirnov test 
and were considered normal distribution when P > 0.05.

Figure 1.  Plasma Dickkopf-1 (DKK-1) Levels were Decreased in Exudative Age-Related Macular (AMD), 
Compared with Healthy Controls and Patients with Atrophic AMD. Analysis was performed by one-way 
analysis of variance with post hoc Tamhane tests. Each spot represents one patient. Middle lines represented the 
mean.
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further confirmed that decreased circulating levels of DKK-1 are associated with exudative AMD, suggesting that 
lower DKK-1 levels may be associated with a higher risk of having exudative AMD.

Next, a logistic regression analysis was used to estimate odds ratios (OR) and 95% confidence intervals (95% 
CI) for the risk of exudative AMD according to the DKK-1 quartile. As shown in Table 4 and Fig. 3B, there was 
a trend for an increased OR of having exudative AMD with decrease of DKK-1 quartile (χ2 = 39.769, P = 0.000): 
The third versus upper quartile of DKK-1 levels (OR, 3.02, 95% CI [1.38–6.6]; P = 0.006); The second versus the 
upper quartile of DKK-1 levels (OR, 5.81, 95% CI [2.68–12.6]; P = 0.000); The lowest versus upper quartile of 
DKK-1 levels (OR, 11.71, 95% CI [5.24–26.13]; P = 0.000). These results suggested that decreased circulating 
DKK-1 levels were associated with high likelihood or risk of having exudative AMD.

Potential of the circulating DKK-1 levels to become a biomarker for detection of exudative 
AMD.  To assess whether circulating DKK-1 levels can be used as a biomarker for detection of exudative AMD, 
the ROC analysis was performed with DKK-1 levels. Total accuracy was measured by area under the ROC curve 
(AUC), and optimal cut-off value of DKK-1 was determined by Youden index J. ROC curve showed that the 

Figure 2.  Lower Plasma Dickkopf-1 (DKK-1) Levels were Associated with Severity of Exudative Age-Related 
Macular Degeneration (AMD). (A) Comparison of DKK-1 levels between patients with unilateral exudative 
AMD and bilateral exudative AMD; (B) Comparison of DKK-1 levels between patients with occult CNV and 
classic CNV. Data were analyzed by Student’s t-test. Each spot represents one patient. Middle lines represented 
the mean.

DKK-1 
quartile

Healthy controls 
n, (%)‡

Atrophic AMD 
n, (%)‡

Exudative 
AMD n, (%)‡

Q1 12 (10.81) 9 (19.57) 50 (39.06)

Q2 24 (21.62) 9 (19.57) 39 (30.47)

Q3 31 (27.93) 13 (28.26) 27 (21.09)

Q4 44 (39.64) 15 (32.60) 12 (9.38)

Total 111 46 128

Table 3.  Frequencies of Study Subjects According to the DKK-1 Quartile Group. DKK-1 = dickkopf-1; 
AMD = age-related macular degeneration. Q1, < 393.79; Q2, 393.80~527.73; Q3, 527.74~737.18, and 
Q4 > 737.19 pg/mL. ‡% of total in quartile. Values were expressed as the number (%); Chi-square test for trend; 
χ2 = 71.25, P < 0.001.
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optimum diagnostic cutoff for DKK-1 was 583.1 pg/mL, with an AUC 0.76 (95% CI, 0.70–0.82; P < 0.001). This 
corresponds to a sensitivity of 78.1%, and specificity of 63.1% (Fig. 4). These results suggested that the circulating 
DKK-1 level has potential to become a biomarker for the detection of exudative AMD.

Discussion
To our knowledge, this was the first study to investigate circulating DKK-1 levels in patients with AMD. Our 
results showed that decreased circulating levels of DKK-1 are associated with exudative AMD, but not with 
atrophic AMD, and the degrees of the DKK-1 decrease are associated with the progression or severity of CNV 
in exudative AMD; the lower DKK-1 levels in the circulation are associated with the higher likelihood of having 
exudative AMD. In addition, our study showed that levels of DKK-1 in the circulation have a potential to become 
a novel biomarker for prediction of exudative AMD.

The Wnt/β-catenin signaling pathway has been shown to be involved in multiple physiological and pathophys-
iological processes15. Dysregulation of the Wnt signaling pathway is known to be associated with a number of 
human diseases, such as neurodegenerative diseases, neovascular disorders and bone diseases16–18. DKK-1 plays 
important roles in Wnt signaling regulation. DKK-1 expression has been found to be down-regulated in human 
colon cancer, contributing to activation of the Wnt/β-catenin pathway19. Altered DKK-1 levels in the circulation 
have also been shown to be associated with multiple diseases, in which activity of Wnt signaling is abnormal. Its 
plasma levels were increased in patients with breast cancer with bone metastases, lung cancer and esophageal 
cancer8, 11. Elevated circulating DKK-1 levels have been associated with reduced progression of radiographic hip 
osteoarthritis in women20. Its levels were decreased in patients with gastric cancer, colorectal cancer, ovarian can-
cer and cervical adenocarcinoma21. Our recent study also found that decreased DKK-1 levels in the circulation 
are associated with the development of diabetic retinopathy12. However, DKK-1 levels in AMD patients have not 
been previously reported.

The causes of systemic reduction of DKK-1 in exudative AMD are not yet known. It was reported that DKK-1 
is expressed at low levels in most normal human tissues22, and the circulating DKK-1 is mainly originated from 
the platelets23. Our previous study showed that DKK-1 levels in the vitreous are substantially lower than in 
the plasma12. Therefore, it does not seem likely that the decrease of DKK-1 in the circulation is due to reduced 
DKK-1 production in the eye. It may be due to the decreased secretion from platelets, in which the mechanism is 
unknown, requiring further investigation.

Our previous studies revealed that canonical Wnt signaling is over-activated in the eyecup of experimental 
CNV13, 24. We also have confirmed that activation of the Wnt/β-catenin pathway is sufficient to induce retinal 

Figure 3.  Odds ratios (OR) of exudative age-related macular degeneration (AMD) by dickkopf-1 (DKK-1) 
quartiles. (A) Distribution of DKK-1 quartiles in healthy controls, patients with atrophic AMD and exudative 
AMD. (B) OR trend of having exudative AMD by DKK-1 quartiles. Quartiles of DKK-1: Q1, < 393.79; Q2, 
393.80~527.73; Q3, 527.74~737.18, and Q4 > 737.19 pg/mL. All comparisons were made to the highest quartile 
(Q4) of DKK-1 (OR = 1.00) by logistic regression analysis. **P < 0.01; ***P < 0.001.

DKK-1 
quartile β SE

Wald 
(χ2)

P 
Values OR (95% CI)

Q4 1.00 (reference)

Q3 versus 
Q4 1.104 0.400 7.619 0.006 3.02 (1.38–6.61)

Q2 versus 
Q4 1.760 0.395 19.821 0.000 5.81 (2.68–12.61)

Q1 versus 
Q4 2.460 0.410 36.046 0.000 11.71 (5.24–

26.13)

Table 4.  OR and 95% CI for the Association between Plasma DKK-1 Quartiles with the Prevalence of 
Exudative AMD. OR = Odds Ratios; CI = 95% Confidence Intervals; DKK-1 = dickkopf-1; AMD = age-
related macular degeneration. Q1, <393.79; Q2, 393.80~527.73; Q3, 527.74~737.18, and Q4 > 737.19 pg/mL. 
Unconditional logistic regression analysis.
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inflammation, oxidative stress in cultured ARPE-19 cells and in the retina7, 24, and plays a pathogenic role in 
laser-induced CNV7, 24. Kim et. al have shown that activation of the Wnt/β-catenin pathway leads to enhanced 
endothelial cell (EC) proliferation and tube formation through enhancing cyclin E2 expression25. Therefore, it is 
likely that RPE cells and EC represent the primary DKK1 targets. Wnt signaling regulates multiple target genes 
including angiogenic factors such as VEGF and inflammatory factors such as TNF-α and ICAM-1. VEGF has 
been shown to play a critical role in the pathogenesis of CNV in AMD26, 27. TNF-α also plays a pathogenic role 
in neovascular AMD28. ICAM-1 expression in the RPE plays an important role in leukocyte adherence29, 30. As 
DKK-1 is a natural inhibitor of the Wnt signaling pathway, it is likely that decreased systemic levels of DKK-1 lead 
to a relatively low DKK-1 concentration in the eye, facilitating the over-activation of the Wnt signaling pathway 
in the EC in choroidal vessels and RPE, which subsequently leads to secretion of angiogenic factors such as VEGF 
and PDGF and inflammatory factors such as TNF-α and ICAM-1, and consequently endothelial proliferation, 
leukocyte adhesion and vascular leakage, promoting the development or progression of CNV. It is also plausible 
to speculate that individuals with low DKK-1 levels have high risks of developing exudative AMD or accelerated 
progression of CNV. However, further longitudinal studies are needed to clarify the potential role of decreased 
DKK-1 levels in the pathogenesis of exudative AMD.

So far, there are only two studies implicating the dysregulation of Wnt signaling pathway in tissues of human 
with AMD. We recently studied the Wnt signaling in human tissues in patients with AMD, showing aberrant 
activation of Wnt signaling in the retina and decreased circulating levels of kallistatin, an anti-angiogenic factor 
with inhibitory an effect on Wnt signaling, in patients with AMD31. However, the patients with dry AMD (i.e. 
atrophic AMD) and exudative AMD were combined, and the data were not analyzed separately. Thus, the study 
did not address whether the abnormal Wnt pathway is associated with either atrophic AMD or exudative AMD. 
Another study by Park et al.32, investigated the association of Wnt signaling modulators, Wnt inhibitory factor 
1 (WIF-1) and dickkopf 3 (DKK-3) in aqueous humor of 62 patients with the neovascular AMD (i.e. exudative 
AMD). However, this study had small sample sizes, and lack disease controls (atrophic AMD). In contrast, our 
study compared plasma levels of the Wnt signaling inhibitor DKK-1 in exudative AMD to that in healthy controls 
and disease control (atrophic AMD). In addition, our study analyzed association of decreased DKK-1 levels with 
odds ratios for risk of exudative AMD, further suggesting a correlation between the DKK-1 levels and exudative 
AMD, although further longitudinal studies are needed to correlate DKK-1 levels with the course of AMD at 
different stages in order to determine whether a lower DKK-1 level is a predictive factor for the development of 
exudative AMD. In brief, our results provide important evidence supporting an association of the Wnt signaling 
pathway with human exudative AMD.

In clinic, a reliable and low-cost blood marker measurement that is micro-invasive and convenient is preferred 
for the detection of the development of exudative AMD that needs long-term monitoring and treatment. Some 
researchers also have attempted to associate some serum cytokines with the development of exudative AMD and 
evaluated their potential biomarkers for AMD. These cytokines include soluble Flt-133, eotaxin-234, Vitamin D35, 
leptin36, and so on. However, so far, no ideal biomarkers are available to detect or characterize exudative AMD. 
DKK-1 is an excellent candidate for the prediction of exudative AMD because decreases of its levels in the cir-
culation are associated with only the exudative but not atrophic AMD. We attempted to estimate the potential of 
circulating DKK-1 levels for serving as a biomarker for exudative AMD based on the optimal cut-off values of 
DKK-1 determined by ROC analysis. The results showed that DKK-1 had a 76% (more than 70%) probability of 

Figure 4.  ROC analysis of plasma DKK-1 levels for the diagnosis of exudative AMD. The ROC curve was 
drawn with the data of 128 exudative AMD patients and 111 healthy controls. Each point on the ROC curve 
represents the sensitivity vs. False positive rate (1-specifity), corresponding to the cut-off value. ROC = receiver-
operating-characteristic curve; AMD = age-related macular degeneration; AUC = area under the ROC curve.



www.nature.com/scientificreports/

7Scientific Reports | 7: 1263  | DOI:10.1038/s41598-017-01119-2

correctly distinguishing exudative AMD samples from control samples, with a theoretical sensitivity of 78.1% and 
a specificity of 63.1%, using a cutoff of 583.1 pg/mL. These results suggest that the measurement of plasma DKK-1 
levels have potential to be a biomarker for exudative AMD. It is hopefully to improve early diagnostic accuracy for 
exudative AMD in combination of DKK-1 with circulating cytokines mentioned above, although the specificity 
63% is not sufficient for a biomarker test.

Our study has a few limitations. Firstly, because this is a cross-sectional study, it is difficult to determine a 
cause-effect relationship of decreased DKK-1 levels and the development of exudative AMD, and longitudinal 
clinical studies are necessary in the future to ascertain whether DKK-1 levels at baseline are predictive of risk of 
developing exudative AMD and progression of CNV. Secondly, we did not measure circulating levels of other 
inhibitors of the Wnt pathway. Thirdly, we did not measure DKK-1 levels in local tissues such as CNV membrane 
and vitreous to assess whether they are correlated with circulating levels. Finally, we did not make a simultaneous 
measurement of other factors to increase the sensitivity and specificity for prediction of exudative AMD, which 
remains to be investigated further.

In conclusion, we measured circulating DKK-1 levels in a large group of patients with exudative AMD, 
atrophic AMD and controls. The results showed an association of decreased DKK-1 levels with the presence or 
progression of exudative AMD. Further, lower levels of DKK-1 were associated with a higher likelihood of having 
exudative AMD, and the circulating DKK-1 level has potential to serve as a biomarker for detection and evalua-
tion of exudative AMD. Future prospective investigations should explore whether decreased plasma DKK-1 levels 
herald the onset of neovascular AMD, why DKK-1 levels decline in these patients, and if interventions that restore 
normal plasma DKK-1 levels ameliorate the disease and/or improve therapeutic outcomes.

Methods
Study design and patients.  This case-controlled study was conducted in Affiliated Xiamen Eye Center of 
Xiamen University, from December, 2009 to September, 2011. Patients with exudative AMD (n = 128), patients 
with atrophic AMD (n = 46), and healthy controls (n = 111) were enrolled. The study was approved by the Ethics 
Committee of the center. All methods and analyses were performed in accordance with the approved protocol 
and guidelines. The written informed consents were obtained from all subjects prior to the study.

The following criteria were used to recruit exudative AMD patients: newly diagnosed; aged 50 years or older. 
The age-matched controls included two groups, i.e. healthy controls who had no evidence of drusen, pigmentary 
abnormalities and age-related maculopathy, and disease controls (atrophic AMD). All subjects were Chinese ori-
gin and local residents. Subjects were excluded from the study if they had vascularized cornea, poor visualization 
of fundus and retinal diseases other than AMD, such as high myopia, retinal dystrophies, diabetes or diabetic 
retinopathy, connective tissue disorder, neoplastic disease, arthritis, bone disease, cognitive decline, Alzheimers 
disease, neurological disorder and anti-platelet therapy.

Clinical data were collected regarding age, gender, smoking history, history of systemic diseases such as dia-
betes, heart diseases and previous ocular treatments. Smoking status involved 3 categories: never smoker, current 
smoker and former smoker. Hypertension was defined as systolic blood pressure ≥140 mmHg, diastolic blood 
pressure ≥90 mmHg at examination, or diagnosed by a physician previously.

All subjects completed detailed ocular examination including best-corrected visual acuity, slit-lamp biomi-
croscopy and dilated binocular ophthalmoscopy. In addition, AMD patients underwent color fundus photogra-
phy, fluorescein angiography (FA), and indocyanine green angiography (ICGA). All of the AMD patients were 
diagnosed and divided into atrophic AMD and exudative AMD according to the international classification and 
grading system for age-related maculopathy and AMD37. Participants were categorized according to the findings 
in the worse eye. For atrophic AMD, only those with geographic atrophy, the advance AMD, were included, 
while those with mild to moderate dry AMD were excluded from the study. CNV was further divided into two 
angiographic subtypes: classic CNV and occult CNV, based on its appearance under fluorescein angiography38.

Collection of blood samples and measurement of DKK-1.  As described previously12, blood samples 
were drawn from the antecubital vein and collected into tubes containing heparin. After samples were centrifuged 
at 3000 RPM for 10 minutes at 4 °C, the plasma was separated and stored at −80 °C until the assay was performed. 
Plasma levels of DKK-1 were measured using a commercial enzyme-linked immunosorbent assay (ELISA) kits 
(R&D Systems, Minneapolis, MN, USA). As described previously12, the procedures were performed according to 
the instructions from the manufacturer. The person performing ELISA was blind to the information of samples. 
All of the measurements were performed in triplicate for each sample, and the mean values were calculated. Inter- 
and intra-assay variations were 4.1% and 6.0%, respectively.

Statistical analysis.  Statistical analyses were performed with SPSS (16.0). The variables distribution pat-
tern was evaluated with one-sample Kolmogorov–Smirnov test. Data was presented as n (%), mean ± standard 
deviation (SD) and the interquartile ranges. Chi-square test was used to compare categorical variables. One-way 
ANOVA was performed for multiple comparisons, and post hoc Tamhane analysis and Student t-test were applied 
when only two independent variables were assigned. An unconditional logistic regression analysis was used to 
measure the odds ratios (OR) and 95% confidence intervals (CI) of DKK-1 levels between cases and the con-
trols. Additionally, a receiver-operating characteristic analysis (ROC) was performed to obtain the ideal DKK-1 
level cutoff score for differentiating patients from healthy controls. The optimal cut-off points of DKK-1 for the 
detection of exudative AMD were determined by Youden index J. The diagnostic accuracy was accessed by the 
area under the curve (AUC) with 95% CI, and sensitivity and specificity. P values < 0.05 were considered to be 
statistically significant.



www.nature.com/scientificreports/

8Scientific Reports | 7: 1263  | DOI:10.1038/s41598-017-01119-2

References
	 1.	 Resnikoff, S. et al. Global data on visual impairment in the year 2002. Bull World Health Organ. 82, 844–851 (2004).
	 2.	 Ambati, J., Ambati, B. K., Yoo, S. H., Ianchulev, S. & Adamis, A. P. Age-related macular degeneration: etiology, pathogenesis, and 

therapeutic strategies. Surv Ophthalmol. 48, 257–293, doi:10.1016/S0039-6257(03)00030-4 (2003).
	 3.	 Wang, J. J. et al. Ten-year incidence and progression of age-related maculopathy: the blue Mountains Eye Study. Ophthalmology. 114, 

92–98, doi:10.1016/j.ophtha.2006.07.017 (2007).
	 4.	 Klein, R. et al. Fifteen-year cumulative incidence of age-related macular degeneration: the Beaver Dam Eye Study. Ophthalmology. 

114, 253–262, doi:10.1016/j.ophtha.2006.10.040 (2007).
	 5.	 Clevers, H. Wnt/beta-catenin signaling in development and disease. Cell. 127, 469–480, doi:10.1016/j.cell.2006.10.018 (2006).
	 6.	 Tamai, K. et al. LDL-receptor-related proteins in Wnt signal transduction. Nature. 407, 530–535, doi:10.1038/35035117 (2000).
	 7.	 Zhou, T. et al. The pathogenic role of the canonical Wnt pathway in age-related macular degeneration. Invest Ophthalmol Vis Sci. 51, 

4371–4379, doi:10.1167/iovs.09-4278 (2010).
	 8.	 Voorzanger-Rousselot, N., Journe, F., Doriath, V., Body, J. J. & Garnero, P. Assessment of circulating Dickkopf-1 with a new two-site 

immunoassay in healthy subjects and women with breast cancer and bone metastases. Calcif Tissue Int. 84, 348–354, doi:10.1007/
s00223-009-9225-y (2009).

	 9.	 Shen, Q. et al. Serum DKK1 as a protein biomarker for the diagnosis of hepatocellular carcinoma: a large-scale, multicentre study. 
Lancet Oncol. 13, 817–826, doi:10.1016/S1470-2045(12)70233-4 (2012).

	10.	 Han, S. X. et al. Serum dickkopf-1 is a novel serological biomarker for the diagnosis and prognosis of pancreatic cancer. Oncotarget. 
6, 19907–19917, doi:10.18632/oncotarget.4529 (2015).

	11.	 Yamabuki, T. et al. Dikkopf-1 as a novel serologic and prognostic biomarker for lung and esophageal carcinomas. Cancer Res. 67, 
2517–2525, doi:10.1158/0008-5472.CAN-06-3369 (2007).

	12.	 Qiu, F. et al. Plasma and vitreous fluid levels of Dickkopf-1 in patients with diabetic retinopathy. Eye (London, England). 28, 402–409, 
doi:10.1038/eye.2013.229 (2014).

	13.	 Chen, Y., Hu, Y., Lu, K., Flannery, J. G. & Ma, J. X. Very low density lipoprotein receptor, a negative regulator of the wnt signaling 
pathway and choroidal neovascularization. J Biol Chem. 282, 34420–34428, doi:10.1074/jbc.M611289200 (2007).

	14.	 Grossniklaus, H. E. et al. Clinicopathologic studies of eyes that were obtained postmortem from four patients who were enrolled in 
the submacular surgery trials: SST Report No. 16. Am J Ophthalmol. 141, 93–104, doi:10.1016/j.ajo.2005.07.076 (2006).

	15.	 Pinzone, J. J. et al. The role of Dickkopf-1 in bone development, homeostasis, and disease. Blood. 113, 517–525, doi:10.1182/
blood-2008-03-145169 (2009).

	16.	 De Ferrari, G. V. et al. Common genetic variation within the low-density lipoprotein receptor-related protein 6 and late-onset 
Alzheimer’s disease. Proc Natl Acad Sci USA 104, 9434–9439, doi:10.1073/pnas.0603523104 (2007).

	17.	 Johnson, M. L. & Kamel, M. A. The Wnt signaling pathway and bone metabolism. Curr Opin Rheumatol. 19, 376–382, doi:10.1097/
BOR.0b013e32816e06f9 (2007).

	18.	 Chen, Y. et al. Activation of the Wnt pathway plays a pathogenic role in diabetic retinopathy in humans and animal models. Am J 
Pathol. 175, 2676–2685, doi:10.2353/ajpath.2009.080945 (2009).

	19.	 Gonzalez-Sancho, J. M. et al. The Wnt antagonist DICKKOPF-1 gene is a downstream target of beta-catenin/TCF and is 
downregulated in human colon cancer. Oncogene. 24, 1098–1103, doi:10.1038/sj.onc.1208303 (2005).

	20.	 Lane, N. E. et al. Wnt signaling antagonists are potential prognostic biomarkers for the progression of radiographic hip osteoarthritis 
in elderly Caucasian women. Arthritis Rheum. 56, 3319–3325, doi:10.1002/art.22867 (2007).

	21.	 Sheng, S. L., Huang, G., Yu, B. & Qin, W. X. Clinical significance and prognostic value of serum Dickkopf-1 concentrations in 
patients with lung cancer. Clin Chem. 55, 1656–1664, doi:10.1373/clinchem.2009.125641 (2009).

	22.	 Forget, M. A. et al. The Wnt pathway regulator DKK1 is preferentially expressed in hormone-resistant breast tumours and in some 
common cancer types. Br J Cancer. 96, 646–653, doi:10.1038/sj.bjc.6603579 (2007).

	23.	 Voorzanger-Rousselot, N., Goehrig, D., Facon, T., Clézardin, P. & Garnero, P. Platelet is a major contributor to circulating levels of 
Dickkopf-1 :  c l inica l  impl icat ions  in  pat ients  with  mult iple  myeloma.  Br J  Haematol .  145 ,  264–266, 
doi:10.1111/j.1365-2141.2009.07587.x (2009).

	24.	 Hu, Y. et al. Pathogenic role of the Wnt signaling pathway activation in laser-induced choroidal neovascularization. Invest 
Ophthalmol Vis Sci. 54, 141–154, doi:10.1167/iovs.12-10281 (2011).

	25.	 Kim, K. I. et al. Beta-catenin overexpression augments angiogenesis and skeletal muscle regeneration through dual mechanism of 
vascular endothelial growth factor-mediated endothelial cell proliferation and progenitor cell mobilization. Arterioscler Thromb Vasc 
Biol. 26, 91–98, doi:10.1161/01.ATV.0000193569.12490.4b (2006).

	26.	 Wylegala, E. & Teper, S. J. VEGF in age-related macular degeneration. Part II. VEGF inhibitors use in age-related macular 
degeneration treatment. Klin Oczna. 109, 97–100 (2007).

	27.	 Grisanti, S. & Tatar, O. The role of vascular endothelial growth factor and other endogenous interplayers in age-related macular 
degeneration. Prog Retin Eye Res. 27, 372–390, doi:10.1016/j.preteyeres.2008.05.002 (2008).

	28.	 Theodossiadis, P. G., Liarakos, V. S., Sfikakis, P. P., Vergados, I. A. & Theodossiadis, G. P. Intravitreal administration of the anti-
tumor necrosis factor agent infliximab for neovascular age-related macular degeneration. Am J Ophthalmol. 147, 825–830, 
doi:10.1016/j.ajo.2008.12.004 (2009).

	29.	 Duguid, I.G., Boyd, A.W., Mandel, T.E. Adhesion molecules are expressed in the human retina and choroid. Curr Eye Res. 11 Suppl, 
153–159, doi:10.3109/02713689208999526 (1992).

	30.	 Elner, S. G. et al. Modulation and function of intercellular adhesion molecule-1 (CD54) on human retinal pigment epithelial cells. 
Lab Invest. 66, 200–211 (1992).

	31.	 Tuo, J. et al. Wnt signaling in age-related macular degeneration: human macular tissue and mouse model. J Transl Med. 13, 330, 
doi:10.1186/s12967-015-0683-x (2015).

	32.	 Park, K. H. et al. Wnt modulators in the aqueous humor are associated with outer retinal damage severity in patients with 
neovascular age-related macular degeneration. Invest Ophthalmol Vis Sci. 55, 5522–5530, doi:10.1167/iovs.14-14566 (2014).

	33.	 Uehara, H. et al. The reduction of serum soluble Flt-1 in patients with neovascular age-related macular degeneration. Am J 
Ophthalmol. 159, 92–100 e2, doi:10.1016/j.ajo.2014.09.036 (2015).

	34.	 Sharma, N. K. et al. New biomarker for neovascular age-related macular degeneration: eotaxin-2. DNA Cell Biol. 31, 1618–1627, 
doi:10.1089/dna.2012.1786 (2012).

	35.	 Itty, S. et al. Vitamin D deficiency in neovascular versus nonneovascular age-related macular degeneration. Retina. 34, 1779–1786, 
doi:10.1097/IAE.0000000000000178 (2012).

	36.	 Seshasai, S. et al. Serum leptin and age-related macular degeneration. Invest Ophthalmol Vis Sci. 56, 1880–1886, doi:10.1167/iovs.14-
15933 (2015).

	37.	 Bird, A. C. et al. An international classification and grading system for age-related maculopathy and age-related macular 
degeneration. The International ARM Epidemiological Study Group. Surv Ophthalmol. 39, 367–374, doi:10.1016/S0039-
6257(05)80092-X (1995).

	38.	 Chopdar, A., Chakravarthy, U. & Verma, D. Age related macular degeneration. BMJ. 326, 485–488, doi:10.1136/bmj.326.7387.485 
(2003).

http://dx.doi.org/10.1016/S0039-6257(03)00030-4
http://dx.doi.org/10.1016/j.ophtha.2006.07.017
http://dx.doi.org/10.1016/j.ophtha.2006.10.040
http://dx.doi.org/10.1016/j.cell.2006.10.018
http://dx.doi.org/10.1038/35035117
http://dx.doi.org/10.1167/iovs.09-4278
http://dx.doi.org/10.1007/s00223-009-9225-y
http://dx.doi.org/10.1007/s00223-009-9225-y
http://dx.doi.org/10.1016/S1470-2045(12)70233-4
http://dx.doi.org/10.18632/oncotarget.4529
http://dx.doi.org/10.1158/0008-5472.CAN-06-3369
http://dx.doi.org/10.1038/eye.2013.229
http://dx.doi.org/10.1074/jbc.M611289200
http://dx.doi.org/10.1016/j.ajo.2005.07.076
http://dx.doi.org/10.1182/blood-2008-03-145169
http://dx.doi.org/10.1182/blood-2008-03-145169
http://dx.doi.org/10.1073/pnas.0603523104
http://dx.doi.org/10.1097/BOR.0b013e32816e06f9
http://dx.doi.org/10.1097/BOR.0b013e32816e06f9
http://dx.doi.org/10.2353/ajpath.2009.080945
http://dx.doi.org/10.1038/sj.onc.1208303
http://dx.doi.org/10.1002/art.22867
http://dx.doi.org/10.1373/clinchem.2009.125641
http://dx.doi.org/10.1038/sj.bjc.6603579
http://dx.doi.org/10.1111/j.1365-2141.2009.07587.x
http://dx.doi.org/10.1167/iovs.12-10281
http://dx.doi.org/10.1161/01.ATV.0000193569.12490.4b
http://dx.doi.org/10.1016/j.preteyeres.2008.05.002
http://dx.doi.org/10.1016/j.ajo.2008.12.004
http://dx.doi.org/10.3109/02713689208999526
http://dx.doi.org/10.1186/s12967-015-0683-x
http://dx.doi.org/10.1167/iovs.14-14566
http://dx.doi.org/10.1016/j.ajo.2014.09.036
http://dx.doi.org/10.1089/dna.2012.1786
http://dx.doi.org/10.1097/IAE.0000000000000178
http://dx.doi.org/10.1167/iovs.14-15933
http://dx.doi.org/10.1167/iovs.14-15933
http://dx.doi.org/10.1016/S0039-6257(05)80092-X
http://dx.doi.org/10.1016/S0039-6257(05)80092-X
http://dx.doi.org/10.1136/bmj.326.7387.485


www.nature.com/scientificreports/

9Scientific Reports | 7: 1263  | DOI:10.1038/s41598-017-01119-2

Acknowledgements
This study was supported by grants from National Institutes of Health (NIH) grants (EY018659, EY012231, 
EY019309, P20GM104934), a Chinese National key Scientific Researh Project (No. 2013CB967003), a Juvenile 
Diabetes Research Foundation Innovative (JDRF) grant (2-SRA-2014-147-Q-R), and an Oklahoma Center for the 
Advancement of Science and Technology (OCAST) grant (HR13-076).

Author Contributions
Z.-G.L. and J.M. planned and supervised the project. Z.L., J.H., S.G., X.B. and Y.-X.Z. performed the experiments, 
and F.Q. and Y.-P.Z. analyzed data and wrote the manuscript. All authors reviewed the manuscript.

Additional Information
Competing Interests: The authors declare that they have no competing interests.
Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2017

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

	Decreased Circulating Levels of Dickkopf-1 in Patients with Exudative Age-related Macular Degeneration

	Results

	Demographic characteristics of subjects. 
	Plasma levels of DKK-1 were decreased in patients with exudative AMD. 
	Decreased plasma DKK-1 levels were associated with the subtype of CNV in exudative AMD. 
	Decreased plasma DKK-1 levels were associated with the higher risk of exudative AMD. 
	Potential of the circulating DKK-1 levels to become a biomarker for detection of exudative AMD. 

	Discussion

	Methods

	Study design and patients. 
	Collection of blood samples and measurement of DKK-1. 
	Statistical analysis. 

	Acknowledgements

	Figure 1 Plasma Dickkopf-1 (DKK-1) Levels were Decreased in Exudative Age-Related Macular (AMD), Compared with Healthy Controls and Patients with Atrophic AMD.
	Figure 2 Lower Plasma Dickkopf-1 (DKK-1) Levels were Associated with Severity of Exudative Age-Related Macular Degeneration (AMD).
	Figure 3 Odds ratios (OR) of exudative age-related macular degeneration (AMD) by dickkopf-1 (DKK-1) quartiles.
	Figure 4 ROC analysis of plasma DKK-1 levels for the diagnosis of exudative AMD.
	Table 1 Demographic and Clinical Characteristics of Subjects.
	Table 2 Normal Distribution of Dickkopf-1 Levels in Study Subjects.
	Table 3 Frequencies of Study Subjects According to the DKK-1 Quartile Group.
	Table 4 OR and 95% CI for the Association between Plasma DKK-1 Quartiles with the Prevalence of Exudative AMD.




