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Glaucomatous vertical vessel 
density asymmetry of the 
temporal raphe detected with 
optical coherence tomography 
angiography
Yuji Yoshikawa1, Takuhei Shoji   1 ✉, Junji Kanno1, Hisashi Ibuki1, Robert N. Weinreb3, 
Makoto Araie1,2 & Kei Shinoda   1

Changes in retinal vasculature and ocular circulation may play an important role in the glaucoma 
development and progression. We evaluated the vertical asymmetry across the temporal raphe of the 
deep retinal layer vessel density, using swept-source optical coherence tomography angiography (SS-
OCTA), and its relationship with the central visual field (VF) loss. Thirty-four eyes of 27 patients with 
open-angle glaucoma were included. SS-OCTA macular scanning was performed within a 3 × 3 mm 
(300 × 300 pixels) volume, centred on the fovea. The relationships between the vertical asymmetrical 
deep retinal vessel density reduction (ADRVD) across the temporal raphe and various ocular parameters 
were analysed. Twenty-two glaucomatous eyes with ADRVDs had central VF loss. Contrarily, ADRVDs 
were not found in any of the 12 eyes without central VF loss. Thirteen eyes (59.1%) with central VF loss 
had ADRVDs topographically corresponding to the central VF loss and macular ganglion cell complex 
thinning. The glaucomatous eyes with ADRVDs exhibited inferior rather than superior central VF loss 
(P = 0.032). Thus, ADRVD specifically indicates the glaucomatous central visual loss. Further analysis of 
ADRVD may improve our understanding on glaucoma pathogenesis, offering new treatment insights.

Glaucoma is a progressive optic neuropathy constituting the world’s leading cause of irreversible blindness1–4. The 
disease is characterised by a progressive loss of retinal ganglion cells and their axons. Although mechanical stress 
related to intraocular pressure (IOP) is a principal risk factor for the disease, ocular blood flow may also have an 
important role in the development and progression of glaucoma5–8.

Several fundus fluorescein angiography studies have shown that glaucoma may be associated with changes 
in the retinal vasculature and ocular circulation9–11. Optical coherence tomography angiography (OCTA) is an 
in vivo, non-invasive technique for imaging retinal blood vessels. Information from OCTA studies may enhance 
our understanding of how ocular blood flow and the retinal microvasculature influence glaucoma development 
and progression. Additionally, OCTA retinal vasculature imaging does not require a dye injection12–14. Previous 
OCTA investigations have shown that glaucoma is associated with ocular microvasculature changes; changes 
in the optic nerve head vessel density (VD)15–18 superficial peripapillary VD19,20, macular VD16,20–22, and foveal 
avascular zone area23,24, and the parapapillary choroidal microvascular dropout25,26.

The OCTA technique is a promising tool for the microvasculature analysis, but OCTA images may contain 
critical image artefacts (i.e. projection artefacts [PAs]) that may compromise the deep retinal layer (DRL) image 
analysis27. However, the PA removal software has recently been developed, and several studies have successfully 
used it28,29. Using the DRL OCTA images that have had PAs removed, we have noticed that patients with glau-
coma often exhibit vertical asymmetry of vessel-density loss across the temporal raphe.
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To the best of our knowledge, no prior studies have evaluated the macular microvasculature structural changes 
in the DRL and the temporal raphe area. Therefore, we aimed to evaluate the OCTA findings and characterise the 
vertical asymmetrical loss of deep retinal vessel density in glaucomatous eyes.

Results
A total of 43 eyes from 31 patients with glaucoma were included for analysis. Two and seven eyes were excluded 
because of the off-centre and poor-quality images, respectively. There was no image with severe segmentation 
error. Therefore, 34 eyes from 27 patients (mean age, 63.7 ± 12.9 years; sex, 12 men and 19 women) were ulti-
mately included in the analyses (Fig. 1).

Table 1 summarises the ocular and demographic characteristics of the included participants. The mean devi-
ation (MD) and pattern standard deviation (PSD) values were −10.5 (6.4) dB and 10.1 (4.3) dB, respectively. The 
Cohen’s Kappa values for the asymmetrical deep retinal vessel density reduction (ADRVD) determination of 
intra-examiner and inter-examiner reliabilities were 0.879 (0.715–1.000) and 0.706 (0.472–0.940), respectively. 
There were 13 and 21 eyes with and without ADRVD. Table 1 shows the demographic and ocular characteristics 
of the included glaucomatous eyes. There were no statistically significant differences between the glaucomatous 
eyes with and without ADRVD. However, four of the 21 participants without ADRVD (19.1%) had diabetes, 
where no one with ADRVD had diabetes (P = 0.041).

Figure 2 shows the VF results and an image of a glaucomatous eye with inferior central VF loss, superior mac-
ular ganglion cell layer (mGCL) thinning, and ADRVD (visible on OCTA en face images, as a lower VD in the 
DRL than in the superficial retinal layer [SRL]).

The prevalence of ADRVD in the glaucomatous eyes with and without central VF loss was examined (Table 2). 
Thirteen and zero of the 22 examined eyes (59.1%) with central and without central VF loss had an ADRVD, 
respectively (P < 0.001). Similar results were obtained when the data from only one randomly chosen eye were 
used from each participant (all included eyes met the study inclusion/exclusion criteria, Table 2).

Additionally, there was a significantly higher ADRVD frequency in the glaucomatous eyes with inferior than 
in those with superior central VF loss (87.5% vs. 42.9%, P = 0.032; Table 3). In all cases, ADRVD area topograph-
ically corresponded to the mGCL thinning area in the macular and temporal raphe regions. No other signifi-
cant differences were identified between the glaucomatous eyes or the patients with superior and inferior VF 
loss (Table 3). In eyes with central VF loss, the SRL parafoveal VD was not significantly different between the 
affected and unaffected hemispheres, even when an ADRVD was presented (non-affected, 37.3 ± 5.5; affected, 
35.2 ± 6.3 P = 0.092). However, the DRL parafoveal VD was significantly lower in the affected than in the unaf-
fected hemisphere when an ADRVD was presented (non-affected, 26.3 ± 8.2; affected, 20.6 ± 6.2 P = 0.001).

Discussion
The presence of ADRVD and central visual field defect may be clinically relevant, as central visual dysfunction 
may hinder daily activities, such as mobility, driving, and reading. Moreover, the development of visual field loss 
that verges on fixation (i.e. threatened visual field loss) is of concern when managing patients with glaucoma.

All cases of ADRVD involved glaucomatous eyes with central VF loss (Table 2). Additionally, the areas with 
ADRVD topographically corresponded to mGCL thinning and loss of central VF sensitivity (Figs. 2 and 3). Thus, 
ADRVD may specifically occur in glaucomatous eyes with vertically asymmetric central VF loss.

The mechanisms underlying the relationship between the development of ADRVD across the temporal raphe 
and functional and structural changes associated with glaucoma remain unclear; the possible concurrence of 
these changes further confounds the mechanism. However, while the central VF defects and mGCL thinning 
observed in some glaucomatous eyes topographically corresponded to ADRVD, VF loss was observed in all 
ADRVD cases. These findings suggested that ADRVD occurs secondary to glaucomatous structural and/or func-
tional changes, and ADRVD results from a decreased metabolic demand of retinal ganglion cells. Nevertheless, 

Figure 1.  Flow chart representing study enrolment. VF, visual field; OCTA, optical coherence tomography 
angiography.
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further longitudinal studies are needed to better understand the causal relationship between ADRVD and other 
changes associated with glaucoma.

Interestingly, OCTA imaging has some image artefacts, such as projection artefacts and vascular shadowing. 
Although a post-processing algorithm has been proposed to reduce the projection artefacts28,29, we recognise that 
this algorithm is not perfect yet and the way it improves OCTA images of the deeper tissues has not been clarified. 
In our study, we focused on and evaluated qualitatively the asymmetrical deep vessel density loss of microvascula-
ture within the macula area of glaucoma eyes using the PA removal software. We also confirmed the symmetrical 
distribution using the whole-signal-mode OCTA B-scan imaging to remove the influence of ‘false positive’ of 
projection artefacts. Thus, it was unlikely that symmetrical distribution of microvasculature in the superficial 
layer would affect the ADRVD, and we believe that the impact of PA for evaluating ADRVD was minimal.

The vascular shadowing, which was affected by the assembling superficial large retinal vessels, may cause poor 
visualisation of the deep retinal layer. OCTA signals are produced from variation in OCT scans; therefore, the 
absence of OCTA signals does not correspond to the microvasculature absence. However, the large blood vessels 
(i.e. arcade blood and their branch vessels that can cause shadowing in the macula area) were outside the temporal 
raphe area, which was the primary focus site of this study. Moreover, the whole-signal-mode OCTA B-scan images 
(Figs. 2j and 3k) showed superficial vascular signal reduction compared with the intact area (Figs. 2k and 3j).  
Thus, we believe that the effect of vascular shadowing exclusively on the specific area of the deep microvascular 
signal reduction was extremely low.

Although multiple OCTA studies have revealed an association between macular microvasculature changes 
and glaucoma, these studies mainly focused on the SRL and vessel density. Manalastas et al.16 and Ghahari et al.30 
reported an association between the superficial macular VD reduction and the glaucomatous structural changes 
(i.e. circumpapillary retinal nerve fiber layer [cpRNFL] thickness and macular ganglion cell complex [mGCC] 
thickness). It has also been well documented that glaucomatous changes are related to the macular inner layer (i.e. 
mGCC and ganglion cell-inner plexiform layer [GCIPL]) thinning. Furthermore, Shin et al.31 showed that GCIPL 
thickness was lower in glaucomatous than in healthy eyes, and that this parameter was better than cpRNFL thick-
ness for detecting parafoveal VF loss. Penteado et al.22 also reported an association between the superficial mac-
ular VD and central VF loss, and that macular VD is better than mGCC at distinguishing between glaucomatous 
and healthy eyes. These reports suggested that superficial macular VD is correlated with central VF sensitivity.

Interestingly, our study found a discrepancy between the affected and unaffected retinal layers regarding 
thickness and microvascular changes. The SRL slab in OCTA images includes the RNFL, GCL, and part of the 
inner plexiform layer32. Indeed, any GCIPL thickness change likely affects the superficial microvasculature, but 
the microvascular reductions were observed in the DRL despite the areas of GCL thinning topographically corre-
sponded to those of ADRVD and central VF loss.

The underlying cause of asymmetric DRL vasculature changes remain unknown. However, we can examine 
the reasons that microvascular reductions were more evident in the DRL in advanced glaucomatous eyes with 
visual field loss threatening fixation: First, the deep vasculature is more easily affected by the ocular blood flow 
changes than the superficial microvasculature. Previous confocal scanning laser microscopy33 and OCTA32,34 
studies have shown that capillary density is higher in the superficial than in the deep capillary layer. Spaide35 

Without ADRVD With ADRVD P

Participants, n 18 9

  Age, mean (SD), years 65.5 (13.5) 58.7 (12.8) 0.220*

  Female, n (%) 10 (55.6) 4 (44.4) 0.586**

  Eyes, n 21 13

  Age, mean ± SD, years 65.8 (13.0) 60.4 (12.5) 0.242*

  Female, n (%) 13 (61.9) 6 (46.2) 0.369**

Ocular characteristics

  LogMAR BCVA, mean (SD) 0.00 (0.12) 0.01 (0.10) 0.662*

  SE, mean (SD), dioptres −1.7 (5.0) −4.1 (2.7) 0.124*

  IOP, mean (SD), mmHg 16.0 (9.9) 13.2 (3.8) 0.342*

  Axial length, mean (SD), mm 25.1 (1.3) 25.7 (1.7) 0.232*

  RNFL thickness, mean (SD), µm 61.5 (19.7) 61.5 (19.7) 0.689*

  mGCL thickness, mean (SD), µm 19.4 (2.7) 19.0 (2.9) 0.668*

  PSD, mean (SD), dB 9.1 (4.7) 11.7 (3.0) 0.086*

  MD, mean (SD), dB −9.3 (6.8) −12.4 (5.6) 0.177*

Systemic characteristics

  History of hypertension, n (%) 7 (33.3) 7 (53.9) 0.238**

  History of diabetes, n (%) 4 (19.1) 0 (0.0) 0.041**

Table 1.  Demographic and ocular characteristics of the included glaucomatous eyes. ADRVD, vertical 
asymmetrical deep retinal vessel density reduction; VF, visual field; SD, standard deviation; logMAR, logarithm 
of the minimum angle of resolution; BCVA, best-corrected visual acuity; SE, spherical equivalent; IOP, 
intraocular pressure; PSD, pattern standard deviation; MD, mean deviation; RNFL, retinal nerve fibre layer; 
mGCL, macular ganglion cell layer. *P value based on unpaired t-tests. **P value based on chi-square tests.
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also reported that the deep vascular plexus was consisted by small-diameter vessels and the intravascular hydro-
static pressure would be expected to be lower than in the superficial plexus. These findings suggest that SRL is 
more abundant than the DRL blood flow, and that the DRL microvasculature is more vulnerable to blood flow 
reductions. Therefore, the DRL vessel signals may appear diminished on OCTA images before the SRL vessel 
signals. Second, it should be noted that the vascular measurements obtained by OCTA only reflect some aspects 
of blood flow within the detected vessels and estimate the actual blood flow. More specifically, this modality 
detects vessels using phase/Doppler shift and amplitude variation that rely upon motion within a vessel (i.e. vessel 
perfusion). However, OCTA does not directly quantify the blood flow rate within a detected vessel. Therefore, 
the observed reduction in the VD may have resulted from the capillary dropout or very slow flow rates within 
the perfused vessels. Third, glaucoma may have induced changes in the intermediate retinal layer, which includes 
Müller cells, astrocytes, and/or amacrine cells. Nützi et al.36 reported that, in eyes with glaucoma, retinal astro-
cytes and Müller cells were activated by ischemic or other neuronal injuries to the retina. Moreover, Ha et al.37, 

Figure 2.  Representative case of a glaucomatous eye with central visual field loss. (a–c) cpRNFL thinning 
did not occur, but superior mGCL thinning was presented, indicating VF loss. (d,f) A fundus photograph 
superimposed on an OCTA en face image shows glaucomatous optic neuropathy and an RNFL defect. (d,e) The 
colour fundus photograph and the corresponding SRL OCTA projection do not indicate microvascular changes. 
(f,g) The DRL OCTA image shows ADRVD (yellow arrowheads) and locations of the corresponding ADRVD, 
mGCL thinning, and central VF loss. (h,i) An OCTA image shows the location, in which a vertical line scan (h, 
green arrow) of the microvasculature was obtained. (j,k) Magnified views are also shown of the white squares. 
The red shading indicates the blood flow. The SRL microvascular signal is intact, but the DRL microvascular 
signal is reduced (lll arrow heads). cpRNFL, circumpapillary retinal nerve fiver layer; mGCL, macular ganglion 
cell layer; VF, visual field; OCTA, optical coherence tomography angiography; ADRVD, vertical asymmetrical 
deep retinal vessel density reduction; DRL, deep retinal layer; SRL, superficial retinal layer.
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reported photoreceptor mitochondrial changes in the inner segment, represented as an ellipsoid zone intensity 
reduction on spectral-domain optical coherence tomography angiography (SD-OCTA) images, during glaucoma 
progression. Asaoka et al.38 also reported that the thickness of retinal pigment epithelium and outer segment layer 
on OCT images appears to be related to central visual sensitivity in glaucoma. This evidence, combined with the 
glaucoma-associated microvasculature changes suggests that glaucoma induces microvasculature damage in the 
intermediate and – at least in part – outer retinal layers. These are the changes that we detected as ADRVD using 
SS-OCTA.

In line with the results of a previous report20, we also found that the superficial parafoveal VD was lower in 
the affected than in the non- affected hemisphere, without reaching statistical significance (P = 0.092), probably 
because of the small sample size. We believe that our results do not entirely contradict those of these past reports. 
Another explanation for the discrepancy might be attributed to the differences in the type of the used OCTA 
machine, the analysed area, and the algorithm used for creating the OCTA image between previous works and 
our study. Yarmohammedi A et al.20,39 and Takusagawa HL et al.29 used a spectral-domain OCTA device and 
Takusagawa HL et al.29 analysed the macular microvasculature using a 6 mm ×6 mm OCTA image. Moreover, our 
previous study showed that the difference in the OCTA device used and the vessel density quantification method 
(binarisation method) affected the VD quantification40.

Furthermore, our study found that ADRVD more frequently occurred in eyes with an inferior than in those 
with a superior central VF loss, despite no significant difference between the groups in age, glaucoma severity, 
or systemic history. Zeiter et al.41–43 also reported a higher frequency of inferior VF defect in patients with a sus-
pected vascular insufficiency (i.e. from diabetes). They also found that VF loss in the inferior hemifield was signif-
icantly more localised in patients with normal-tension than in those with high-tension glaucoma. These findings 
suggest that better understanding of these deep retinal microvascular changes, detectable with OCTA and PA 
removal software, may greatly enhance our understanding regarding the relationship between the glaucomatous 
neurodegenerative processes and DRL microvasculature reduction.

Without 
ADRVD

With 
ADRVD P

Eyes, n 21 13

  With central VF loss, n (%) 9 (42.9) 13 (100) <0.001*

  Without central VF loss, n (%) 12 (57.1) 0 (0.0)

 One eye from each participant, n 18 9

  With central VF loss, n (%) 7 (38.9) 9 (100) <0.001/8

  Without central VF loss, n (%) 11 (61.1) 0 (0.0)

Table 2.  Effect of the microvascular reduction vertical asymmetry across the temporal raphe on central visual 
field loss. ADRVD, vertical asymmetrical deep retinal vessel density reduction; VF, visual field. P values are 
based on chi-square tests. (*) Statistically significant.

Superior VF loss Inferior VF loss P

Eyes, n 14 8

  Age, mean (SD), years 67.1 (13.6) 58.4 (11.4) 0.140*

  Female, n (%) 8 (57.1) 4 (50.0) > 0.999**

Ocular characteristics

  LogMAR BCVA, mean (SD) 0.01 (0.13) 0.01 (0.10) 0.936*

  SE, mean (SD), dioptres -2.2 (2.7) −1.9 (7.9) 0.887*

  IOP, mean (SD), mmHg 13.2 (3.4) 13.2 (4.6) 0.981*

  Axial length, mean (SD), mm 25.0 (1.6) 26.1 (1.5) 0.146*

  RNFL thickness, mean (SD), µm 54.9 (14.0) 60.3 (24.4) 0.514*

  mGCL thickness, mean (SD), µm 18.2 (2.7) 19.9 (3.0) 0.202*

  PSD, mean (SD), dB 12.4 (2.7) 11.0 (3.3) 0.298*

  MD, mean (SD), dB −14.0 (4.0) −12.2 (6.4) 0.425*

  ADRVD, n (%) 6 (42.9) 7 (87.5) 0.032**

Systemic characteristics

  History of hypertension, n (%) 7 (50.0) 5 (62.5) 0.323**

  History of diabetes, n (%) 2 (14.3) 1 (12.5) 0.907**

Table 3.  Demographic and ocular characteristics of patients with glaucoma with superior and inferior central 
visual field loss. ADRVD, vertical asymmetrical deep retinal vessel density reduction; VF, visual field; SD, 
standard deviation; logMAR, logarithm of the minimum angle of resolution; BCVA, best-corrected visual 
acuity; SE, spherical equivalent; IOP, intraocular pressure; PSD, pattern standard deviation; MD, mean 
deviation; RNFL, retinal nerve fibre layer; mGCL, macular ganglion cell layer. *P value based on unpaired 
t-tests. **P value based on chi-square tests.
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Our study had several limitations. First, nine of 43 glaucomatous eyes (20.9%) were excluded from the anal-
yses because of the inadequate imaging (poor image quality or off-centre images) that may have introduced a 
selection bias. Therefore, our results should be interpreted with caution. Second, the 3 ×3 mm SS-OCTA imaging 
area may not have been sufficient to accurately characterise the structural-functional associations in the macula. 
Therefore, further studies with a larger scan area are needed. Third, several studies have already shown that sys-
temic diseases, including diabetes, contribute to a macular VD decrease and an increase in the foveal avascular 
zone area44–46. However, an ADRVD was not detected in any of the examined patients with diabetes. Therefore, it 
is unlikely that diabetes heavily influenced the development of the ADRVD observed. Fourth, OCTA uses ampli-
tude decorrelation and only detects the perfused blood vessels. Therefore, it does not provide the actual blood 
flow measurements, and whether the observed VD reductions reflect the capillary dropout or very slow flow rates 
within the perfused vessels remains uncertain. Fifth, although the SS-OCTA device, PLEXⓇ Elite 9000, and PA 

Figure 3.  Representative case of a glaucomatous eye with advanced visual field loss. (a) VF testing shows an 
advanced VF loss. (b,c) A fundus photograph superimposed on an OCTA en face image shows superior and 
inferior temporal cpRNFL and inferior mGCL thinning corresponding to VF loss. These findings indicate 
glaucomatous optic neuropathy. (d,e) The colour fundus photograph and the SRL OCTA image do not 
show signs of microvascular changes. (f,g) The DRL OCTA image shows apparent vertical ADRVD (yellow 
arrowheads) and the corresponding ADRVD, GCL thinning, and central VF loss locations. (h,i) An OCTA 
image shows the location, in which a vertical line scan (h, green arrow) of the microvasculature was obtained. 
(j,k) Magnified views are also shown by the white squares. The red shading indicates the blood flow. The SRL 
microvascular signal is intact, but the DRL microvascular signal is reduced (yellow arrowheads). cpRNFL, 
circumpapillary retinal nerve fiver layer; mGCL, macular ganglion cell layer; VF, visual field; OCTA, optical 
coherence tomography angiography; ADRVD, vertical asymmetrical deep retinal vessel density reduction; DRL, 
deep retinal layer; SRL, superficial retinal layer.
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removal software were commercially available and already used in a previous study47, the details regarding the PA 
removal algorithm were unclear. Therefore, further studies using other OCTA devices and PA removal software 
are warranted to confirm the reproducibility of ADRVD. Finally, although we were unable to provide a quantita-
tive definition of the ADRVD in this study, the Cohen’s Kappa of intra-examiner reliability was satisfactory. Thus, 
the definition of ADRVD was considered acceptable for analysis.

In conclusion, we used OCTA with PA removal software to observe ADRVDs across the temporal raphe area 
in severe glaucomatous eyes with hemisphere central visual field loss. These vasculature changes topographically 
corresponded with mGCL thinning and central VF loss. These findings suggest that DRL has an important role in 
glaucoma development and functional progression. Further analyses of ADRVD may enhance our understanding 
regarding the glaucoma pathogenesis and offer new insights into its management.

Methods
Study design.  This prospective, cross-sectional study was approved by the Ethics Committee of the Saitama 
Medical University (Iruma, Japan). The study adhered to the tenets of the Declaration of Helsinki, and written 
informed consent was obtained from each participant before any study examination was performed.

Study participants and examinations.  This study included consecutive patients with open-angle glau-
coma, recruited at the Saitama Medical University Hospital between October 2017 and June 2018. All participants 
underwent comprehensive ophthalmic examinations, including the best-corrected visual acuity (BCVA) assess-
ment (Landolt chart), slit-lamp biomicroscopy, IOP measurement (Goldmann applanation tonometry), fundus 
photography (CX-1, Canon, Inc., Tokyo, Japan), axial length measurement (Optical Biometer OA-2000, Tomey 
Corp., Nagoya, Japan), central corneal thickness measurement (Optical Biometer OA-2000), and SAP (Humphrey 
24-2 or 30-2 Swedish Interactive Thresholding Algorithm standard [Carl Zeiss Meditec, Jena, Germany]). All par-
ticipants also underwent SS-OCTA (PLEXⓇ Elite 9000, Version 1.6.0.21130, Carl Zeiss Meditec, Jena, Germany) 
and SD-OCT to examine the circumpapillary retinal nerve fibre layer (cpRNFL) and mGC thickness (Spectralis 
HRA 2, Heidelberg Engineering, Heidelberg, Germany). The participant medical history was also acquired from 
the medical record, including the presence/absence of hypertension and diabetes.

Glaucoma diagnoses were made by fundus photography (finding of glaucomatous optic neuropathy, such as 
a vertical cup-to-disc ratio of 0.7 or higher, a rim notch with a rim width ≤ 0.1, an RNFL defect diverging in an 
arcuate or wedge shape, and glaucomatous VF defects based on the SAP 30-2 or 24-2 test pattern, compatible with 
glaucomatous optical nerve head changes. These had to fulfil at least one of the Anderson-Patella’s criteria (i.e. a 
cluster of ≥ 3 points in the pattern deviation plot in a single hemifield (superior/inferior) with P < 0.05, one of 
which must have a P value < 0.01; a glaucoma hemifield test result outside of the normal limits; or an abnormal 
PSD with a P value < 0.05)48.

Patients and eyes were excluded from the study when they metany of the following criteria: history of intraoc-
ular surgery (except for cataract or glaucoma surgery), non‌-glaucomatous optic neuropathy, vascular or nonvas-
cular retinopathy, or other ocular or systemic disease known to impair the VF. Eyes with severe glaucoma (central 
VF defect in the superior and inferior hemifields or MD worse than −25 dB) were also excluded.

Visual field classification.  All glaucomatous eyes with VF defects were classified as featuring or lacking 
central VF loss. The latter was defined as the presence of one or more significant points in the central 10° (SITA 
24-2 or 30-2 SAP algorithm) with a probability of less than 5% on the pattern deviation map. The hemifield with 
central VF loss was defined as the affected hemisphere. Eyes without central VF loss had clusters in the 10°–24° or 
30° region with no VF loss in the central 10° region.

Optical coherence tomography angiography examination of the macular deep microvascular 
reduction distribution.  All SS-OCTA examinations were performed within a 3 × 3 mm (300 × 300 pixels) 
volume scan centred on the fovea. The SS-OCTA system had a central wavelength of 1,060 nm, an A-scan rate of 
100,000 scans/s, and axial and transverse tissue resolutions of 6.0 and 20 μm, respectively. Angiography images 
were processed using phase/Doppler shift and amplitude variation (Optical Micro Angiography)49. All SS-OCTA 
en face images of the superficial retinal layer (SRL, internal limiting membrane layer to the inner plexiform layer) 
and the DRL (inner plexiform layer to the outer plexiform layer) were automatically obtained and analysed using 
built-in segmentation and the PA removal software, respectively. Where a minor segmentation error occurred, 
we corrected the segmentation line semi-manually. All participants underwent SD-OCT and SS-OCTA imaging 
on the same day. Images with severe segmentation failure, in which the segmentation line could not be corrected, 
with motion artefact or off-centred positioning, were excluded from the analyses. The vertical ADRVD was evalu-
ated using SS-OCTA en face images of the macular DRL. An ADRVD was defined as a reduction of asymmetrical 
deep retinal vessel density in the DRL that was only present superior or inferior to the macular temporal raphe 
and did not cross the horizontal meridian.

Parafoveal vessel density measurements.  Parafoveal VD was measured as previously reported50. 
Briefly, VD was measured within an annulus with outer and inner diameters of 3 and 1 mm, respectively. 
Parafoveal VD was calculated for the SRL and DRL. Angiography signals were analysed with Otsu analysis51 
for OCTA image binarization using the ImageJ software (National Institutes of Health, Bethesda, MD, USA) for 
obtaining the microvascular signals. The VD was, then, calculated as the percent area occupied by vessels (i.e. 
angiography signal area relative to the parafoveal measurement area). Parafoveal VD was also evaluated in the 
superior and inferior hemispheres.

https://doi.org/10.1038/s41598-020-63931-7


8Scientific Reports |         (2020) 10:6845  | https://doi.org/10.1038/s41598-020-63931-7

www.nature.com/scientificreportswww.nature.com/scientificreports/

Data analyses.  Data are presented as mean (standard deviation) or n (%). All visual acuity data were con-
verted to the logarithm of the minimum angle of resolution (logMAR) prior to data analyses. Differences between 
groups were examined for statistical significance using the unpaired student’s t- and chi-square tests for the con-
tinuous (BCVA, IOP, axial length, spherical equivalent, MD, PSD, mGCL thickness, and cpRNFL thickness) and 
categorical variables (sex, hypertension, diabetes, and ADRVD), respectively. All data analyses were performed 
using SPSS statistical software (IBM Corp., Armonk, NY, USA), and the statistically significant level was set 
at P < 0.05. To evaluate the reliability for ADRVD determination, we measured the intra- and inter-examiner 
Cohen’s Kappa52.

Data availability
The datasets generated during and/or analysed during the current study are available from the corresponding 
author on reasonable request.

Received: 20 August 2019; Accepted: 8 April 2020;
Published: xx xx xxxx

References
	 1.	 Weinreb, R. N. & Khaw, P. T. Primary open-angle glaucoma. Lancet. 363, 1711–1720 (2004).
	 2.	 Racette, L., Wilson, M. R., Zangwill, L. M., Weinreb, R. N. & Sample, P. A. Primary open-angle glaucoma in blacks: a review. Surv. 

Ophthalmol. 48, 295–313 (2003).
	 3.	 Bourne, R. R. et al. Number of people blind or visually impaired by glaucoma worldwide and in world regions 1990–2010: a meta-

analysis. PLoS One 11, e0162229 (2016).
	 4.	 Quigley, H. A. & Broman, A. T. The number of people with glaucoma worldwide in 2010 and 2020. Br. J. Ophthalmol. 90, 262–267 

(2006).
	 5.	 Weinreb, R. N. & Harris, A. Ocular Blood Flow in Glaucoma. (Kugler Publications, 2009).
	 6.	 Fechtner, R. D. & Weinreb, R. N. Mechanisms of optic nerve damage in primary open angle glaucoma. Surv. Ophthalmol. 39, 23–42 

(1994).
	 7.	 Flammer, J. The vascular concept of glaucoma. Surv. Ophthalmol. 38, S3–S6 (1994).
	 8.	 Flammer, J. et al. The impact of ocular blood flow in glaucoma. Prog. Retin. Eye. Res. 21, 359–393 (2002).
	 9.	 Talusan, E. & Schwartz, B. Specificity of fluorescein angiographic defects of the optic disc in glaucoma. Arch. Ophthalmol. 95, 

2166–2175 (1977).
	10.	 Hitchings, R. A. & Spaeth, G. L. Fluorescein angiography in chronic simple and low-tension glaucoma. Br. J. Ophthalmol. 61, 

126–132 (1977).
	11.	 Adam, G. & Schwartz, B. Increased fluorescein filling defects in the wall of the optic disc cup in glaucoma. Arch. Ophthalmol. 98, 

1590–1592 (1980).
	12.	 Spaide, R. F., Klancnik, J. M. Jr. & Cooney, M. J. Retinal vascular layers imaged by fluorescein angiography and optical coherence 

tomography angiography. JAMA. Ophthalmol. 133, 45–50 (2015).
	13.	 Jia, Y. et al. Quantitative optical coherence tomography angiography of vascular abnormalities in the living human eye. Proc. Natl. 

Acad. Sci. USA 112, E2395–E2402 (2015).
	14.	 Jia, Y. et al. Optical coherence tomography angiography of optic disc perfusion in glaucoma. Ophthalmology. 121, 1322–1232 (2014).
	15.	 Yoshikawa, Y. et al. Optic disc vessel density in nonglaucomatous and glaucomatous eyes: an enhanced-depth imaging optical 

coherence tomography angiography study. Clin. Ophthalmol. 12, 1113–1119 (2018).
	16.	 Manalastas, P. I. C. et al. The association between macula and ONH optical coherence tomography angiography (OCT-A) vessel 

densities in glaucoma, glaucoma suspect, and healthy eyes. J. Glaucoma. 27, 227–232 (2018).
	17.	 Jia, Y. et al. Quantitative OCT angiography of optic nerve head blood flow. Biomed. Opt. Express. 3, 3127–3137 (2012).
	18.	 Wang, X. et al. Correlation between optic disc perfusion and glaucomatous severity in patients with open-angle glaucoma: an optical 

coherence tomography angiography study. Graefes. Arch. Clin. Exp. Ophthalmol. 253, 1557–1564 (2015).
	19.	 Akagi, T. et al. Microvascular density in glaucomatous eyes with hemifield visual field defects: an optical coherence tomography 

angiography study. Am. J. Ophthalmol. 168, 237–249 (2016).
	20.	 Yarmohammadi, A. et al. Peripapillary and macular vessel density in patients with glaucoma and single-hemifield visual field defect. 

Ophthalmology. 124, 709–719 (2017).
	21.	 Shoji, T. et al. Progressive macula vessel density loss in primary open angle glaucoma: a longitudinal study. Am. J. Ophthalmol. 182, 

107–117 (2017).
	22.	 Penteado, R. C. et al. Optical coherence tomography angiography macular vascular density measurements and the central 10-2 

visual field in glaucoma. J. Glaucoma. 27, 481–489 (2018).
	23.	 Kwon, J., Choi, J., Shin, J. W., Lee, J. & Kook, M. S. Glaucoma diagnostic capabilities of foveal avascular zone parameters using optical 

coherence tomography angiography according to visual field defect location. J. Glaucoma. 26, 1120–1129 (2017).
	24.	 Kwon, J., Choi, J., Shin, J. W., Lee, J. & Kook, M. S. Alterations of the foveal avascular zone measured by optical coherence 

tomography angiography in glaucoma patients with central visual field defects. Invest. Ophthalmol. Vis. Sci. 58, 1637–1645 (2017).
	25.	 Suh, M. H. et al. Deep retinal layer microvasculature dropout detected by the optical coherence tomography angiography in 

glaucoma. Ophthalmology. 123, 2509–2518 (2016).
	26.	 Lee, E. J., Lee, K. M., Lee, S. H. & Kim, T. W. Parapapillary choroidal microvasculature dropout in glaucoma: a comparison between 

optical coherence tomography angiography and indocyanine green angiography. Ophthalmology. 124, 1209–1217 (2017).
	27.	 Spaide, R. F., Fujimoto, J. G. & Waheed, N. K. Image artifacts in optical coherence tomography angiography. Retina. 35, 2163–2180 

(2015).
	28.	 Zhang, Q. et al. Projection artifact removal improves visualization and quantitation of macular neovascularization imaged by optical 

coherence tomography angiography. Ophthalmol. Retina. 1, 124–136 (2017).
	29.	 Takusagawa, H. L. et al. Projection-resolved optical coherence tomography angiography of macular retinal circulation in glaucoma. 

Ophthalmology. 124, 1589–1599 (2017).
	30.	 Ghahari, E. et al. Macular vessel density in glaucomatous eyes with focal lamina cribrosa defects. J. Glaucoma. 27, 342–349 (2018).
	31.	 Shin, H. Y., Park, H. L., Jung, K. I., Choi, J. A. & Park, C. K. Glaucoma diagnostic ability of ganglion cell-inner plexiform layer 

thickness differs according to the location of visual field loss. Ophthalmology. 121, 93–99 (2014).
	32.	 Campbell, J. P. et al. Detailed vascular anatomy of the human retina by projection-resolved optical coherence tomography 

angiography. Sci. Rep. 7, 42201 (2017).
	33.	 Mendis, K. R. et al. Correlation of histologic and clinical images to determine the diagnostic value of fluorescein angiography for 

studying retinal capillary detail. Invest. Ophthalmol. Vis. Sci. 51, 5864–5869 (2010).
	34.	 Choi, J. et al. Quantitative optical coherence tomography angiography of macular vascular structure and foveal avascular zone in 

glaucoma. PLoS. One. 12, e0184948 (2017).

https://doi.org/10.1038/s41598-020-63931-7


9Scientific Reports |         (2020) 10:6845  | https://doi.org/10.1038/s41598-020-63931-7

www.nature.com/scientificreportswww.nature.com/scientificreports/

	35.	 Spaide, R. F. Retinal vascular cystoid macular edema: review and new theory. Retina. 36, 1823–1842 (2016).
	36.	 Nützi, C., Schötzau, A. & Grieshaber, M. C. Structure and function relationship of activated retinal glia in primary open-angle 

glaucoma patients. J. Ophthalmol. 2017, 7043752 (2017).
	37.	 Ha, A., Kim, Y. K., Jeoung, J. W. & Park, K. H. Ellipsoid zone change according to glaucoma stage advancement. Am. J. Ophthalmol. 

192, 1–9 (2018).
	38.	 Asaoka, R. et al. The association between photoreceptor layer thickness measured by optical coherence tomography and visual 

sensitivity in glaucomatous eyes. PLoS. One. 12, e0184064 (2017).
	39.	 Yarmohammadi, A. et al. Peripapillary and Macular Vessel Density in Patients with Primary Open-Angle Glaucoma and Unilateral 

Visual Field Loss. Ophthalmology. 125, 578–587 (2018).
	40.	 Shoji, T. et al. Reproducibility of Macular Vessel Density Calculations Via Imaging With Two Different Swept-Source Optical 

Coherence Tomography Angiography Systems. Transl. Vis. Sci. Technol. 7, 31 (2018).
	41.	 Zeiter, J. H. & Shin, D. H. Diabetes in primary open-angle glaucoma patients with inferior visual field defects. Graefes. Arch. Clin. 

Exp. Ophthalmol. 232, 205–210 (1994).
	42.	 Zeiter, J. H. et al. Visual field defects in patients with normal-tension glaucoma and patients with high-tension glaucoma. Am. J. 

Ophthalmol. 114, 758–763 (1992).
	43.	 Zeiter, J. H., Shin, D. H. & Baek, N. H. Visual field defects in diabetic patients with primary open-angle glaucoma. Am. J. Ophthalmol. 

111, 581–584 (1991).
	44.	 Lee, D. H. et al. Risk factors for retinal microvascular impairment in type 2 diabetic patients without diabetic retinopathy. PLoS. One. 

13, e0202103 (2018).
	45.	 Conti, F. F. et al. Choriocapillaris and retinal vascular plexus density of diabetic eyes using split-spectrum amplitude decorrelation 

spectral-domain optical coherence tomography angiography. Br. J. Ophthalmol. 103, 452–456 (2019).
	46.	 Lu, Y. et al. Evaluation of automatically quantified foveal avascular zone metrics for diagnosis of diabetic retinopathy using optical 

coherence tomography angiography. Invest. Ophthalmol. Vis. Sci. 59, 2212–2221 (2018).
	47.	 Yu, S. et al. Cataract significantly influences quantitative measurements on swept-source optical coherence tomography angiography 

imaging. PLoS One. 13, e0204501 (2018).
	48.	 Anderson, D.R & Patella, V.M. Automated static perimetry (Mosby, 1999).
	49.	 Zhang, Q. et al. Automated quantitation of choroidal neovascularization: a comparison study between spectral-domain and swept-

source OCT angiograms. Invest. Ophthalmol. Vis. Sci. 58, 1506–1513 (2017).
	50.	 Yoshikawa, Y. et al. Evaluation of microvascular changes in the macular area of eyes with rhegmatogenous retinal detachment 

without macular involvement using swept-source optical coherence tomography angiography. Clin. Ophthalmol. 12, 2059–2067 
(2018).

	51.	 Otsu, N. A threshold selection method from gray-level histograms. IEEE. Trans. Syst. Man. Cybern. 9, 62–66 (1979).
	52.	 Landis, J. R. & Koch, G. G. The measurement of observer agreement for categorical data. Biometrics. 33, 159–174 (1977).

Acknowledgements
The authors would like to thank Editage (https://www.editage.jp) for the English language review. This work was 
supported by the Daiwa Securities Health Foundation (Tokyo, Japan), Takeda Science Foundation (Tokyo, Japan), 
Grant-in-Aid for Young Researchers in Saitama Medical University Hospital (Saitima, Japan), a grant from the 
Japan Society for the Promotion of Science (KAKENHI Grant Numbers 15K21335 and 16KK0208), and the 
National Eye Institute (R01 EY029056).

Author contributions
Y.Y., J.K. and H.I. collected the data, analysed the ophthalmological findings, and gave critical suggestions. Y.Y. 
and J.K. prepared the figures. Y.Y. prepared the draft. K.S., T.S., M.A. and R.W. revised it, and T.S. finalised it. All 
authors agreed to be accountable for all aspects of the work. Patient anonymity is preserved. All authors attest that 
they meet the current ICMJE criteria for authorship.

Competing interests
Robert N. Weinreb: Allergan (C), Bausch & Lomb (C), Carl Zeiss Meditec (F), Eyenovia (C), Genentech (F), 
Heidelberg Engineering (F), National Eye Institute (F), Optos (F), Optovue (F), Unity (C).

Additional information
Correspondence and requests for materials should be addressed to T.S.
Reprints and permissions information is available at www.nature.com/reprints.
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) 2020

https://doi.org/10.1038/s41598-020-63931-7
https://www.editage.jp
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Glaucomatous vertical vessel density asymmetry of the temporal raphe detected with optical coherence tomography angiography ...
	Results

	Discussion

	Methods

	Study design. 
	Study participants and examinations. 
	Visual field classification. 
	Optical coherence tomography angiography examination of the macular deep microvascular reduction distribution. 
	Parafoveal vessel density measurements. 
	Data analyses. 

	Acknowledgements

	Figure 1 Flow chart representing study enrolment.
	Figure 2 Representative case of a glaucomatous eye with central visual field loss.
	Figure 3 Representative case of a glaucomatous eye with advanced visual field loss.
	Table 1 Demographic and ocular characteristics of the included glaucomatous eyes.
	Table 2 Effect of the microvascular reduction vertical asymmetry across the temporal raphe on central visual field loss.
	Table 3 Demographic and ocular characteristics of patients with glaucoma with superior and inferior central visual field loss.




