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Ginkgo biloba extracts improve
choroidal circulation leading
to suppression of myopia in mice

Jing Hou%#, Kiwako Mori%%*, Shin-ichi Ikeda®2, Heonuk Jeong'?, Hidemasa Toriil2,
Kazuno Negishi?, Toshihide Kurihara'?** & Kazuo Tsubota®3*

Myopia is becoming more common across the world, necessitating the development of preventive
methods. We investigated the activity of early growth response 1 (EGR-1) protein and discovered

that Ginkgo biloba extracts (GBEs) activated EGR-1 in vitro. In vivo, C57BL/6 J mice were fed

either normal or 0.0667% GBEs (200 mg/kg) mixed chow (n =6 each), and myopia was induced

with - 30 diopter (D) lenses from 3 to 6 weeks of age. Refraction and axial length were measured

by an infrared photorefractor and an SD-OCT system, respectively. In lens-induced myopia mice,

oral GBEs significantly improved refractive errors (-9.92+1.53 D vs.-1.67 +3.51 D, p<0.001) and

axial elongation (0.22 +0.02 mm vs. 0.19+0.02 mm, p <0.05). To confirm the mechanism of GBEs

in preventing myopia progression, the 3-week-old mice were divided into normally fed with either
myopic-induced or non-myopic-induced groups and GBEs fed with either myopic-induced or non-
myopic-induced groups (n =10 each). Choroidal blood perfusion was measured with optical coherence
tomography angiography (OCTA). In both non-myopic induced groups, compared to normal chow,
oral GBEs significantly improved choroidal blood perfusion (8.48 +15.75%Area vs. 21.74 +10.54%Area,
p<0.05) and expression of Egr-1 and endothelial nitric oxide synthase (eNOS) in the choroid. In both
myopic-induced groups, compared to normal chow, oral GBEs also improved choroidal blood perfusion
(-9.82+9.47%Area vs. 2.29 +11.84%Area, p<0.05) and was positively correlated with the change

in choroidal thickness. These findings suggest that GBEs may inhibit the progression of myopia by
improving choroidal blood perfusion.

Myopia is a significant eye condition that affects people all over the world and half of the world’s population
is expected to be short-sighted by 2050 as the incidence of myopia increases year by year'~>. With the novel
coronavirus outbreak and a series of lockdowns and home quarantine policies, restrictions on outdoor activities
have revived the topic of myopia*®. How to eliminate or reduce the development of myopia is a serious problem
that cannot be ignored.

At present, there are various strategies to restrict the progression of myopia. In addition to the well-known
pharmacological interventions (e.g., atropine, pirenzepine, 7-methylxanthine) and optical interventions (e.g.,
orthokeratology, peripheral defocus lenses)®’, spending more time outdoors has also emerged as one of the safest
and most important strategies to reduce the development of myopia®'°. The most important factor in increasing
time spent outdoors is exposure to bright outdoor light'!.

Outdoor light has a spectral composition that is dominated by short-wavelength visible components like
blue and green rather than red'?. Furthermore, blue light has been reported to inhibit myopia'®. In our previ-
ous studies, violet light in the outdoor environment, which has a shorter wavelength than blue light, has been
demonstrated to suppress the development of myopia in chick and murine myopia models and humans, and in
addition, violet light exposure upregulates myopia suppressive gene Egr-1 both in vitro and vivo!*'>. Egr-1 is a
protein-coding gene that controls axial elongation and progression of myopia'®~'%. Moreover, Egr-1 knockout
mice exhibited longer axial length and a myopic refraction shift'®-*'. Realizing that Egr-1 expression could be used
as an evaluation gene for myopia suppression, we performed luciferase assays in the cultured cell line to screen
207 natural substances and organic chemicals and found that 75% or above the purity of crocetin-containing
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Figure 1. Effects of various GBEs concentrations on EGR-1 activation in a luciferase assay. GBEs were tested
at three different doses, and both 0.25 mg/ml and 0.5 mg/ml concentrations of GBEs showed a statistically
significant increase in EGR-1 activity in a luciferase assay (n=6). **p <0.01, ***p <0.001. Bars represent

mean +/ —standard deviations. The one-way ANOVA was used for statistical analysis. EGR-1: early growth
response protein 1; GBEs: Ginkgo biloba Extracts; DMSO: dimethyl sulfoxide; PMA: phorbol 12-myristate
13-acetate.

gardenia fruit extract A demonstrated the maximum activation of EGR-1%2 Crocetin has been demonstrated to
suppress the development of experimental myopia in mice and may have a suppressive effect on myopia progres-
sion in children**. Ginkgo biloba extracts (GBEs) were found to be the second strongest activator of EGR-1%.
Therefore, it is reasonable to assume that GBEs, like crocetin, also have an inhibitory effect on the progression
of myopia.

Ginkgo is a large tree with fan-shaped leaves. It is native to China, Japan, and Korea, but is also now grown in
Europe and the United States. Traditional Chinese medicine has utilized the fruits and seeds of the Ginkgo biloba
tree for over 5000 years, with recommendations for the treatment of asthma, cough, and enuresis***. A Ger-
man pharmaceutical business created a ginkgo biloba extract called EGb 761 in 1964, and hundreds of research
have explored ginkgo’s effects in human and animal models since then®. After decades of persistent research,
GBEs have been shown to exhibit a wide range of biological actions, including antioxidant?, antiviral®®, anti-
inflammation?**, anti-tumor®-*?, immunomodulation®?, and hepatoprotective properties*. Remarkably, GBEs
have also emerged as a potential treatment for glaucoma and other ischemic ocular diseases for their beneficial
impact on blood circulation®*~°. Increasing axial elongation in myopia results in thinning of retinal, choroidal,
and scleral tissues, and interferes with ocular blood flow. It was found that in guinea pigs, choroidal thickness
and choroidal blood perfusion were decreased during experimental myopia induction and then increased during
recovery”’~*. Consequently, we conducted a study designed to evaluate further whether oral GBEs administration
can suppress the progression of experimental myopia in a murine model and determine if GBEs inhibit myopia
by increasing choroidal blood perfusion.

Results

In a luciferase assay, GBEs generated a significant activation of EGR-1. The effect of different
concentrations of GBEs on the activity of EGR-1 was detected by human embryonic kidney adeno-associated
virus EGR-1-Luc cell (HEK 293AAV EGR-1-Luc cell) lines, this cell line was obtained by a series of transfec-
tion and passages of HEK 293AAV cell line, which was purchased from Cell Biolabs, Inc. In this study, three
concentrations, 0.25 mg/ml, 0.50 mg/ml, and 0.75 mg/ml of GBEs were used for EGR-1 activity assays, dimethyl
sulfoxide (DMSO) without compounds was used as the negative control, and phorbol 12-myristate 13-acetate
(PMA) was used as the positive control (n=6 for each group). Values from the experimental group and the
positive control group are shown as multiples compared with the negative control group. Compared with the
negative control group, the positive control group showed a statistically significant increase in EGR-1 activity,
the activation was 3.57+0.65 folds (p <0.001). For 0.25 mg/ml of GBEs, the EGR-1 activation was 1.59+0.13
folds (p <0.001), for 0.50 mg/ml of GBEs, the EGR-1 activation was 1.77 +0.40 folds (p <0.01), and for 0.75 mg/
ml of GBEs, the EGR-1 activation was 1.17 +0.60 folds (p=0.520) (Fig. 1).

Oral GBEs administration suppressed myopia progression in a lens-induced myopia model of
mice. The effect of oral GBEs administration on the progression of myopia was examined in a murine model
of lens-induced myopia (LIM). The model is roughly the same as the previously established*, except that the
monocular induction of myopia is changed to the simultaneous induction of myopia in both eyes, which is more
consistent with the arrangement of our experiment. The concentration of GBEs we selected for oral administra-
tion was 0.0667% (200 mg/kg/day), which was the highest concentration without causing hepatotoxic reactions
in mice. In this study, only the highest dose of GBEs within the safe range was used to investigate whether it has
an inhibitory effect on myopia. Mice were divided into three groups based on lenses and diet, normal chow with
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0 diopters (D) lenses group (the control 0 D group), normal chow with —30 D lenses group (the control—30 D
group), and 0.0667% GBEs mixed chow with — 30 D lenses group (the GBEs — 30 D group), respectively (n=8 for
each group). In the two groups that were fed with normal chow, eyes treated with a—30 D lens had a significantly
higher refractive shift than eyes treated with 0 D (-=9.92+1.53 D vs.+11.14+6.60 D, p <0.001) (Fig. 2A). When
compared to the normal chow group with a—30 D lens, mice given GBEs mixed chow exhibited a significantly
less refractive change with—30 D lens (—9.92+1.53 D vs.-1.67+3.51 D, p<0.001) (Fig. 2A). The axial length
changes were as follows, the eyes treated with —30 D lens showed a significant axial elongation compared with
the eyes treated with 0 D lens in normal chow groups (0.22+0.02 mm vs. 0.19+0.01 mm, p<0.01) (Fig. 2B). In
the eyes with —30 D lenses, the GBEs—30 D group showed a significantly smaller axial elongation compared
to the control—30 D group (0.19+0.02 mm vs. 0.22+0.02 mm, p <0.05) (Fig. 2B). These results suggest that in
a murine LIM model, oral GBEs administration reduced a refractive shift and axial elongation. Moreover, we
also measured the change in the sum of corneal thickness and anterior chamber depth and the change in lens
thickness in the three groups of mice, and no significant changes were observed (Supplementary Fig. 1). Multiple
studies have shown that axial length is particularly related to choroidal thickness in myopia*~*4, Thus we con-
sider that the axial length elongation induced by myopia also brings with it the associated choroidal response.

Oral GBEs administration increased choroidal blood perfusion in mice. To demonstrate the sup-
pressive mechanism of myopia progression, the mice were randomly divided into 4 groups: 0D lenses with nor-
mal diet group (Control 0D), 0D lenses with GBEs diet group (GBEs 0D), binocular myopia induced with nor-
mal diet group (Control - 30D), and binocular myopia induced with GBEs diet group (GBEs—30D) (n=10 for
each group). Choroidal blood perfusion was measured by optical coherence tomography angiography (OCTA),
which can provide En face and B-scan images of the choroidal vascular systems. In the overall En face image
(Fig. 3A-1), a square frame with a size of 9 mm (width) x 9 mm (length) is selected for OCTA photography to
obtain a partial En face image centered on the optic nerve (Fig. 3A-2). B-scan image corresponding to horizontal
lines passing through the optic nerve center in En face angiogram was analyzed as a unified standard. In the
relative B-scan image, the choroid is represented by the white highlighted signal area in the yellow coil (Fig. 3A-
3). With the addition of angiography, the red dots represent the signals without blood perfusion, while the area
beyond the red dots represents the area through which blood perfusion passes (Fig. 3A-4). The proportion of
red pixels on the choroid region was measured by Image]J, and the choroidal blood perfusion was calculated by
scoring the percentage of non-red pixels on the total choroid region. In the histogram of the change in choroidal
blood perfusion, compared with the control 0D group, mice in the GBEs 0D group showed a significantly greater
change in blood perfusion (8.48 +15.75%Area vs. 21.74+10.54%Area, p <0.05) after 3 weeks of feeding, mean-
while, mice in the Control —30D group showed a decrease in choroidal blood perfusion (8.48+15.75%Area
vs.—9.82+9.47%Area, p <0.01). In the case of myopia induction, choroidal blood perfusion was improved in the
GBEs —30D group, compared to the control —30D group (2.29+11.84%Area vs.—9.82+9.47%Area, p<0.05)
(Fig. 3B).
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Figure 2. GBEs significantly suppressed a myopic refractive shift and axial elongation in a murine LIM

model. (A). In the control 0 D and - 30 D groups, the eyes treated with —30 D lenses had a significantly greater
refractive shift than the eyes treated with 0 D lenses (p <0.001). When compared to the control —30 D group,
mice in the GBEs —30 D group showed a significantly reduced refractive shift (p <0.001) (n=38). (B). Compared
to the control 0 D group, the control —30 D group showed a significant axial elongation (p <0.01). Compared
to the control —30 D group, the GBEs — 30 D group showed a significantly smaller axial elongation (p <0.05)
(n=8).*p<0.05, *p<0.01, **p<0.001, bars represent mean +/ —standard deviations. The one-way ANOVA
was used to determine significant differences.
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Figure 3. GBEs increased choroidal blood perfusion in a murine model. (A). Choroidal blood perfusion was
measured by OCTA, which allows for a choroid enface angiogram and corresponding B-scan. (A-1). En-face
angiography image. (A-2). Angiography of 9 mm in length and width centered on the optic nerve. (A-3). The En
face angiogram corresponds to the B-scan image. The choroid region is circled in yellow on the B-scan image.
(A-4). OCTA generated a B-scan angiogram of the choroid layer. The proportion of the red dots in the choroid
region was calculated using the area measuring tool in Image], the area beyond the red dot (100-%Area) is the
choroidal blood perfusion area. (B). The changes in choroidal blood perfusion after 3 weeks of GBEs feeding
were significantly higher than those in the normal feeding group, regardless of whether myopia induction was
performed (p<0.05) (n=10). *p<0.05, ¥*p <0.01, bars represent mean +/ — standard deviations. The one-way
ANOVA was used to determine significant differences.

GBEs increased a significant Egr-1 and eNOS expression in real-time PCR.  To further verify the
mechanism of GBEs in inhibiting the progression of myopia, we collected the choroidal and retinal samples from
the mice in the Control 0D group and the GBEs 0D group for real-time PCR (n =8 for each group). The results
showed a significantly increased Egr-1 mRNA expression in the choroid after 3 weeks of GBEs feeding compared
to the control group fed with normal chow for 3 weeks (7.11+4.5 folds vs. 2.34+2.52 folds, p<0.05). In the
retina, Egr-1 mRNA expression was significantly upregulated after 3 weeks of GBEs feeding compared with the
control group (1.69+0.73 folds vs. 1.11+0.53 folds, p<0.05) (Fig. 4A). In addition, eNOS mRNA expression
was significantly upregulated in the choroid after 3 weeks of GBEs feeding compared with the control group
(2.56 £0.97 folds vs. 0.72 £0.55 folds, p <0.01) (Fig. 4B).

GBEs inhibited choroidal thinning in a murine LIM model.  The above experiments have verified that
GBEs administration can increase the amount of blood perfusion in the choroid regardless of whether it was
accompanied by myopia induction. Subsequently, to explore the influence of changes in choroidal blood perfu-
sion caused by GBEs administration on choroidal thickness, mice wearing 0D lenses were fed with normal chow
and 0.0667% GBEs chow respectively, and choroid thickness was measured after 3 weeks of feeding, we found
that choroidal thickness significant thicken in 0.0667% GBEs chow group (Supplementary Fig. 2). Whereafter,
myopia was induced in 3-week-old mice and fed with normal chow or 0.0667% GBEs mixed chow until 6 weeks
of age, the changes of choroidal thickness before and after feeding were compared between groups (n=6 for
each group). In the control—30 D group, a significant decrease in choroidal thickness was demonstrated com-
pared to the control 0 D group (—1.55+0.47 um vs. +2.10+0.80 um, p <0.001) (Fig. 5). When compared to the
control - 30 D group, mice in the GBEs—30 D group exhibited a significantly less choroidal thickness change
(-1.55£0.47 um vs.—0.28 £0.81 um, p <0.01) (Fig. 5). Those findings further corroborate existing evidence that
the change in choroidal blood perfusion was positively correlated with the change in choroidal thickness in a
murine LIM model.

Discussion

In this study, the activation of GBEs in vitro for EGR-1 using luciferase assay was measured and the dose-
dependent activation of GBEs on EGR-1 was confirmed. Following this experiment, the suppressive effect of
oral GBEs administration on myopia progression was investigated using a murine LIM model and it was found
that GBEs oral administration may inhibit changes in refraction and axial length. Subsequently, under the con-
dition of myopia induction and no myopia induction, comparing the changes in choroidal blood perfusion in
mice given GBEs orally with mice not given, it was found that oral GBEs administration significantly increase
choroidal blood perfusion in mice with or without myopic induction. In addition, a significant upregulation of
Egr-1 and eNOS mRNA after oral GBEs was also confirmed using real-time PCR. The decreases in choroidal
thickness were mitigated after oral administration of GBEs in a murine LIM model.

Scientific Reports |

(2023)13:3772 | https://doi.org/10.1038/s41598-023-30908-1 nature portfolio



www.nature.com/scientificreports/

>

Relative expression of £gr-7 mRNA

B.
14.00 < 4.50
* 5 4.00 =
12.00 . E : N
Q 3.50 o
10.00 %
« 3.00
o
8.00 c 2.50
° " ,% °
6.00 o o 2.00
o °
3 1.50 °
4.00 ) [ Q
2 1.00 .
° H ® i H
2.00 o ‘ & 0.50 ]
' .
0.00 0.00
Control Ch GBEs Ch Control R GBEs R Control Ch GBEs Ch Control R GBEs R

Figure 4. The mRNA expression of Egr-1 and eNOS was significantly upregulated in the choroid by GBEs
administration. (A) Egr-1 mRNA expression showed a significant increase in the choroidal and retinal samples
after 3 weeks of oral GBEs administration, compared to the normal chow-fed control group (p <0.05) (n=38).
(B) eNOS mRNA expression also showed a significant increase in the choroid after 3 weeks of GBEs feeding
compared to the control group (p<0.01) (n=8). *p<0.05, **p <0.01, bars represent mean +/ — standard
deviations. Ch: choroid; R: Retina; GBEs: Gingko biloba extracts.
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Figure 5. GBEs administration reduced choroidal thinning. The two groups that were given normal chow
showed a significant difference in choroidal thickness between the —30 D lenses group and the 0 D lenses group
(p<0.001). Mice given GBEs chow with —30 D lenses showed a statistically significant increase in choroidal
thickness compared to the normal chow group with —30 D lenses (p<0.01) (n=6). **p<0.01, ***p <0.001, Bars
represent mean +/—standard deviations. The one-way ANOVA was used for statistical analysis. Control 0 D:
mice fed with normal chow with 0 D lenses in both eyes; control — 30 D: mice fed with normal chow with —30 D
lenses in both eyes; GBEs —30 D: mice fed with GBEs with —30 D lenses in both eyes.

The main category of GBEs active ingredients are the ginkgolides, the bilobalides (also known as terpenes),
and the flavonoids*+*°. Flavonoids have the ability to dilate blood arteries by boosting the release of endothelial-
derived relaxing factors and prostacyclin®’. Early studies have noted the influence of GBEs on blood flow. Oral
administration of GBEs has been proven in animal models to greatly relieve cerebral and myocardial ischemia,
as well as reduce subsequent ischemic damage*s->. In the application of ocular diseases, after GBEs oral admin-
istration, the end-diastolic velocity in the ophthalmic artery and the ocular blood flow increased, which has a
great therapeutic potential for some ischemic eye diseases and is currently being used as a potential treatment
option for normal-tension glaucoma®*"*2. In our research, OCTA was used for the first time in a mouse model to
evaluate the changes in choroidal blood perfusion with and without GBEs oral administration. Prior to our study,
there had been studies that used OCTA to measure choroidal blood perfusion in guinea pig myopic models®**>,
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These studies provide strong technical support for the application of OCTA in mouse models. The OCTA can
reduce image noises in a matter of seconds, increasing the detail, and improving visibility and the accuracy of
choroid blood perfusion measurement™. Our experiment intuitively demonstrated that with or without myopic
induction, increased choroidal blood perfusion was detected after 3 weeks of GBEs feeding. and combined the
characteristics of GBEs in improving choroidal blood perfusion with the inhibition of myopia progression, which
provides evidence of the association between myopia and choroidal blood perfusion.

To verify the possible mechanism of suppressing the progression of myopia by GBEs administration, we used
real-time PCR to detect the expressions of Egr-1 and eNOS in the retina and the choroid after three weeks of GBEs
oral administration. The rationale for observing eNOS expression is that previous studies have revealed that eNOS
regulates vascular tone and angiogenesis, and its expression was elevated in arteries subjected to higher blood
flow>>*. Consistent with the results in vitro experiment, after oral administration of GBEs, Egr-1 expression was
significantly upregulated in both the choroid and the retina. For the expression of eNOS, the choroid showed
a considerable upregulation of eNOS expression, whereas the retina showed a tendency but not a statistically
significant rise. These results correspond to an increase in choroidal blood perfusion as evaluated by OCTA.
Therefore, we consider that there may be two different mechanisms by which GBEs suppress the progression
of myopia. First, it suppresses axial eye growth by upregulating the expression of Egr-I in the choroid and the
retina. Furthermore, speculate from our experimental results, GBEs administration induce the upregulation of
the eNOS expression in the choroid, which can relax vascular smooth muscle cells, expands choroidal vascular
vessels, increases choroidal blood perfusion, and maintains the thickness of the choroid and the position of the
retina, leading to suppression of the development of myopia. In addition, some studies have also shown that
treatment with GBEs increases dopamine release in the rat medial prefrontal cortex™”*®. Dopamine, as a major
neurotransmitter of the retina, promotes its release and can inhibit the development of myopia®. It is inferred
that another mechanism by which GBEs inhibit the progression of myopia may be that it induces the release of
dopamine in the retina, which needs to be verified by further experiments.

However, this study has some limitations. Only a concentration of 0.0667% of GBEs was selected to verify
its suppressive effect on the progression of myopia. The selection of oral administration concentration of GBEs
was summarized from several reports of GBEs pharmacological tests on mice. Oral dosages from 100 to 400 mg/
kg have been reported, and GBEs dosages of more than 200 mg/kg have been found to cause hepatotoxicity in
rodents®%, In this experiment, we made 0.0667% GBEs containing chow, which corresponds to 200 mg/kg, to
verify its suppressive effect on the progression of myopia. Since the drug concentration used was considerably
high, further studies are needed to set several groups of different concentrations to better understand the optimal
concentration of GBEs oral administration to suppress the progression of myopia.

The prevalence of myopia is increasing rapidly and continuously all over the world, it is urgent to explore
and develop methods to strategies for controlling myopia in children. Until now, our research is the first to
demonstrate how GBEs, a natural extract, effectively control myopia in mice. As preliminary research based
on clinical trials, our research laid the foundation for the research of GBEs administration suppressing myopia
progression and provides the possibility for subsequent dose-related experiments. For humans, GBEs is generally
well-tolerated and harmless but also can cause some side effects. It has been reported that the maximum recom-
mended dose for GBEs is 240 mg/day for adults®, but there have been no definitive studies on recommended
doses for children. For future prospective clinical studies, how to determine the safe dose and fully exploit the
impact of GBEs on myopia inhibition in children are topics that require extensive discussion.

Materials and methods

The Institutional Animal Care and Use Committee at Keio University.authorized all operations (approval number:
16017). All methods and experimental protocols followed the National Institutes of Health (NIH) guidelines
for working with laboratory animals and the ARVO Animal Statement for the Use of Animals in Ophthalmic
and Vision Research. Our study was also following ARRIVE guidelines and adhered to the random assignment
principle.

Establishment of EGR-1 luciferase permanent expression cell line. The 293AAV Cell Line is
derived from the parental 293 cell line and developed by Cell Biolabs, Inc. after cloning and multiple rounds of
testing (Cell Biolabs, Inc. California, USA cat#AAV-100). HEK 293AAV cell line purchased from the company
was transfected with Egrl-luciferase reporter gene construct (Cignal Lenti EGR1 Reporter (Luc), Qiagen, Venlo,
Netherlands) to monitor EGR-1 transcriptional activity. The method followed the way previously reported®.
Briefly, Cignal Lenti Egr-1 reporter Luc (QIAGEN, Netherland #CLS-5021L) virus was used to infect cells for
less than 20 h using SureENTRY Transduction reagent (QIAGEN, Netherland #336,921). (25 MOI). After infec-
tion, cells were passaged once and then grown until no infected cells died entirely. Five colonies were picked up
and seeded in 2.0 x 10* cells/well in the HTS Transwell*-96 Receiver Plate. Among all the cell lines transfected
with Egr-1-luciferase reporter gene construct purchased by our laboratory, the HEK 293AAV EGR-1-Luc cell
line was the ablest to stably express EGR1 activity after PMA (positive control) treatment, thus, this cell line was
chosen as the most reactive colony for the screening assay.

Luciferase assay. Luciferase assay was performed as reported previously??. The HEK 293AAV EGR-1 cells
that were passaged twice were transferred to HTS Transwell®-96 Receiver Plate, White, TC-Treated, Sterile
(Corning, New York, USA #3783), added 70ul medium contained with 10%FBS to each well and the number of
cells per well was 2.0 x 10%, incubated overnight at 37 °C in a 5% CO, incubator. GBEs (INDENA JAPAN CO.,
Tokyo, Japan #9,033,008) was weighed and dissolved in DMSO (Wako, Tokyo, Japan #043-07,216) to form a
100 mg/ml solution and let stand away from light overnight at room temperature after agitation. Dissolve the
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supernatant in DMSO at a ratio of 1:400, 2:400, 3:400, so that the final concentration becomes 0.25 mg/ml,
0.50 mg/ml and 0.75 mg/ml, added them at 70ul to each well. Cells were incubated for 18 h at 37 °C in a 5%
CO2 incubator.

Positive control of 100 nM PMA (Promega, USA #V1171 or Abcam, England #16,561-29-8) was employed,
which is known as an EGR-1 activator®®. DMSO-containing media without any chemicals was used as negative
control. The concentration of GBEs we used was 0.25 mg/ml, 0.50 mg/ml, and 0.75 mg/ml, respectively. First of
all, in prior studies, we found that 0.25 mg/ml of crocetin was the maximum concentration soluble in DMSO,
which induced a significant Egr-1 activation in a luciferase assay?’. Based on this experience, we configured
0.25 mg/ml of GBEs as the preferred concentration. Secondly, for mice, several studies have confirmed that
GBEs feeding more than a daily dose of 200 mg/kg can cause hepatotoxicity in rodents®-%*. After concentration
conversion, the in vivo experimental concentration corresponding to the feeding concentration of 200 mg/kg/
day is 0.50 mg/ml. Therefore, we set 0.5 mg/ml GBEs as the second concentration. Finally, 0.75 mg/ml GBEs
was set as the third concentration to explore the change of EGR-1 activity under ultra-high-concentration con-
ditions in vitro. The ONE-GloTM Luciferase Assay System (Promega, Madison, Wisconsin, USA #E6110) was
used to quantify luciferase expression. After evenly mixing One 10 ml Glo™ Luciferase Assay Buffer and 1 vial
ONE-Glo™ Luciferase Assay Substrate of ONE-Glo™ Luciferase Assay System, add 70ul for each well. We identify
fluorescence intensity at Synergy HTX (Biotek, Vermont, USA) under the following conditions: shaking linear
for 30 s, delay for 12 min, gain 180, integration time 0.5 s, and reading height 1.0 mm.

Mouse model. C57BL6/] mice (CLEA, Shizuoka, Japan) were kept in conventional transparent mouse cages
(29x18x13 cm) of four or five per cage in an air-conditioned room maintained at 23 + 3 °C with a 12-h diurnal
period and unrestricted access to normal food (ME, Oriental Yeast Co., Ltd, Tokyo, Japan) and tap water. For
GBEs-fed mice, as the average food intake of a 10 g mouse is about 3 g per day®”®, the feeding was carried out
according to the approximate weekly food intake per cage we calculated. The mice’s weight was recorded weekly
to ensure that GBEs feeding did not affect their weight gain compared to normal food intake mice, records
showed no significant difference in body weight between the normal feeding and GBEs feeding groups (Sup-
plementary Fig. 3). Change the feed, tap water, and cage once a week to ensure that the living space of the mice
is clean. For anesthesia, the dose of anesthesia was adjusted for each mouse’s body weight, ensuring that approxi-
mately 0.1 ml/10 g of anesthesia was administered. To minimize errors, all experiments used mice of the same
sex (male) and weight (10+1 g), and all mice were randomly assigned. To ensure the uniformity of the experi-
ment and minimize the influence of objective factors on the experimental results, during the whole experiment,
all the mice were kept under uniform light and temperature conditions, ensuring that the time of each experi-
ment measurement is consistent, and the average measurement time of each mouse was tried to be the same.

Analysis of dietary factors in the LIM model. A murine LIM model was prepared as previously
reported*’. We created a mouse eyeglass frame that conformed to the contour of the mouse’s head and printed it
out using a three-dimensional printer. A negative 30 D lens made of PMMA was created for myopia induction.
Myopic induction using the — 30 D lens showed greater myopic shift compared to the form-deprivation myopic
model®. With some differences from the LIM model used previously, we used binocular myopic induction
instead of monocular induction. The left and right eyes of the glasses were adjusted by the shape of the mouse
skull frame and fixed on the stick with a screw, and then glued the Stick to the mouse skull with a self-cure den-
tal adhesive system. This was done under general anesthesia with the combination of midazolam (Sandoz K.K.,
Minato, Japan), medetomidine (Domitor®, Orion Corporation, Turku, Finland), and butorphanol tartrate (Meiji
Seika Pharma Co., Ltd., Tokyo, Japan) (MMB). The dosage for each mouse was 0.01 ml/g.

During the myopia induction phase, mice were given either normal (MF, Oriental Yeast Co., Ltd, Tokyo,
Japan) or mixed chow containing the candidate chemical 0.0667 percent GBEs (INDENA JAPAN CO., Tokyo,
Japan #9,033,008). 0.0667% GBEs contain 24% of the flavonol glycosides of quercetin, kaempferol, and isorham-
netin and 6% terpene trilactones. The corresponding concentration of GBEs mixed chow was 200 mg/kg/day,
which is consistent with the concentration of GBEs that causes the significantly high activity of EGR-1 in vitro
experiments. The addition of GBEs and the production of 0.0667% GBEs mixed chow are all produced by chow
manufacturing company (Oriental Yeast Co., LTD., Tokyo, Japan).

Measurement of refraction, axial length, and choroidal thickness by infrared photorefractor
and SD-OCT. At the beginning (3-week-old) and the conclusion (6-week-old) stage of the myopia induc-
tion, refraction, axial length and choroidal thickness were measured using an infrared photorefractor (Stein-
beis Transfer Center, Stuttgart, Baden-Wiirttemberg, Germany) and an SD-OCT system (Envisu R4310, Leica,
Microsystems, Wetzlar, Germany). All measurements were carried out with mydriasis eye drops containing 0.5%
tropicamide and 0.5% phenylephrine (Santen Pharmaceutical Co., Ltd, Osaka, Japan) and all were performed
under MMB general anesthesia. The refractive values were measured with a continuous data trail. Along with the
corneal vertex reflection, the axial length was measured from the anterior corneal surface to the retinal pigment
epithelium®. The choroidal thickness was measured according to the previous report’>®. Briefly, the mean cho-
roidal thickness was computed by the choroidal area distant from the disc, at the border of the retinal pigment
epithelium and the posterior surface of the choroid, the radius at 0.5 mm from the ringed disc was obtained by
Image] quantitative analysis (National Institutes of Health, Bethesda, Bethesda, Maryland, USA). The average
choroid thickness was then determined by dividing the area by the circumference.

Dietary effect on refraction, axial length, choroidal thickness, and choroidal blood perfu-
sion. To compare the effects of dietary factors on refraction, axial length, and choroidal thickness in mice,
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3-week-old C57BL6/] mice were randomly divided into the control 0 D group, the control - 30 D group, and the
GBEs—30 D group. The control 0 D group and the control —30 D group were fed with normal chow and wore 0
D lenses and — 30 D lenses on both eyes respectively. The GBEs —30 D group was fed with 0.0667% GBEs mixed
chow while wearing —30 D lenses on both eyes. During this period, myopia induction was carried out simulta-
neously. Both feeding and myopic induction were performed from 3 to 6 weeks of age. Since we used binocular
myopia induction instead of monocular myopia induction, the data from each eye was analyzed independently.
To compare the effects of dietary factors on choroidal blood perfusion in mice, 3-week-old C57BL6/J mice were
randomly divided into 4 groups, two groups were given a normal diet and a GBEs diet without myopic induc-
tion, and the other two groups were given a normal diet and a GBEs diet while myopic induction was performed.
They were fed from 3 to 6 weeks of age.

Analysis of choroidal blood perfusion. Choroidal blood perfusion was measured at the initial stage
(3-week-old) and the end (6-week-old) stage using an SS-OCT / OCTA device (XEPHILIO OCT-S1, CANON
Medical Systems, Tokyo, Japan), which adopts swept-source technology to allow the light source to reach deep
in the fundus, and a wide range from vitreous to retina, choroid, and sclera boundary can be imaged in high
definition. OCTA determines blood flow in vivo by analyzing variations in intensity and phase information from
the mobility of red blood cells observed by repeated OCT scans at the same location”®’!. A square area of 9 mm
(width) x 9 mm (length) centered on the optic nerve was selected to construct En face angiogram, while 464
consecutive OCTA B-scans at the level of the full retina-choroid-sclera were obtained at each recording position
to observe the changes of blood perfusion signal at different positions. Since each angiography has a matching
B-scan image, in our research, B-scan images corresponding to En face angiography across the central region of
the optic nerve were analyzed as a unified standard. In the B-scan image, we observed that there was no red dot
covering the choroid vessels, and the results obtained after calculating the area not covered by red dots as choroid
blood perfusion were consistent with the existing research results, that is, choroid blood perfusion decreased
with the induction of myopia”. Thus, we considered that for the C57BL6/] mice, the blood perfusion signal is
reversed below the RPE due to the abundant pigment particles in the RPE layer. The area without blood perfu-
sion is covered by red noise points, which are also known as flow voids (FVs), and some studies have found that
choroidal blood perfusion was negatively correlated with the FVs of choriocapillaris’>”. In this study, we used
the polygon selections tool of Image] to circle the entire choroid region in the B-scan image and analyze the area
ratio of FVs in the whole choroid region, which was an algorithmic threshold selection used to calculate the
proportion of red pixels. Choroidal blood perfusion was calculated by scoring the percentage of non-red pixels
about the number of total pixels.

Real-time PCR analysis. After choroidal blood perfusion was assessed by OCTA, mice were injected
with an overdose of MMB to produce profound anesthesia and euthanized through cervical dislocation. Sub-
sequently, eyeballs were enucleated to separate choroidal and retinal tissues which were immediately frozen in
liquid nitrogen and kept at —80 °C.

For real-time PCR, tissues were lysed in TRI reagent (MOR, Miami, FL, USA #TR118) to solubilize denatured
proteins and separate tissue RNA. Add RWT (QIAGEN, Hilden, Germany, #1,067,933) and RPE (QIAGEN,
Hilden, Germany, #1,018,013), which were dissolved in EtOH in a ratio of 1:2 and 1:4 to isolate small RNAs
and remove the traces of salts. RNA samples were dissolved in Rnase-free water (TAKARA HOLDINGS INC,,
Kyoto, Japan, 9012) and measured with a spectrophotometer (NanoDrop; ThermoFisher Scientific, Waltham,
MA, USA) for gene expression analysis.

The extract RNA (200 ng) was converted to cDNA using 4xDN Master Mix with gDNA remover (TOYOBO,
Osaka, Japan, #FSQ-301), 5xRT Master MixII.SYBR green RT-PCR was performed using THUNDERBIRD
SYBR qPCR Mix (TOYOBO, Osaka, Japan, #QPS-201), and PCR was performed using StepOnePlus Real-Time
PCR System (Applied Biosystems, Waltham, Massachusetts, USA). The 2 - AACt method was used to quantify
differential gene expression, which was then standardized to the reference gene (GAPDH). The primer sequences
for qPCR were as follows:mouse Egr-1 forward: CCACAACAACAGGGAGACCT,mouse Egr-1 reverse: ACT
GAGTGGCGAAGGCTTTA,mouse eNOS forward: TCCGGAAGGCGTTTGATCmouse eNOS reverse: GCC
AAATGTGCTGGTCACCmouse GAPDH forward: AGGAGCGAGACCCCACTAACmouse GAPDH reverse:
GATGACCCTTTTGGCTCCAC

Statistical analysis. All results are expressed as mean + standard deviation (SD) and analyzed using a blind
procedure. An independent t-test or one-way ANOVA was used to assess the statistical significance of the differ-
ences (Microsoft Excel 2003, USA), and results with p-values <0.05 were considered significant. Power analysis
was performed on the Cancer Research Network (SWOG), used for results with a p-value < 0.05, the calculated
power is all greater than 0.8.

Data availability
All data generated or analysed during this study are included in this published article and its supplementary
information files.

Received: 18 August 2022; Accepted: 3 March 2023
Published online: 07 March 2023

Scientific Reports |

(2023)13:3772 | https://doi.org/10.1038/s41598-023-30908-1 nature portfolio



www.nature.com/scientificreports/

References

1.

2.

3.

10.
11.

12.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34,

35.
36.

37.

38.

39.

40.
41.

42.

43.

44.
45.

Holden, B. A. et al. Global prevalence of myopia and high myopia and temporal trends from 2000 through 2050. Ophthalmology
123(5), 1036-1042 (2016).

Yotsukura, E. et al. Current prevalence of myopia and association of myopia with environmental factors among schoolchildren in
Japan. JAMA ophthalmol. 137(11), 1233-1239 (2019).

Bullimore, M. A. & Richdale, K. Myopia control 2020: Where are we and where are we heading?. Ophthalmic Physiol. Opt. 40(3),
254-270 (2020).

. Hussaindeen, J. R. et al. Managing the myopia epidemic and digital eye strain post COVID-19 pandemic-What eye care practition-

ers need to know and implement?. Indian J. Ophthalmol. 68(8), 1710 (2020).

. Wang, J. et al. Progression of myopia in school-aged children after COVID-19 home confinement. JAMA Ophthalmol. 139(3),

293-300 (2021).

. Leo, S. W. Current approaches to myopia control. Curr. Opin. Ophthalmol. 28(3), 267-275 (2017).
. Singh, H. et al. Pre-clinical and cellular toxicity evaluation of 7-methylxanthine: an investigational drug for the treatment of myopia.

Drug Chem. Toxicol. 44(6), 575-584 (2021).

. Huang, L. et al. Combination effect of outdoor activity and screen exposure on risk of preschool myopia: findings from Longhua

Child Cohort Study. Front. Public Health 9, 126 (2021).

. Jiang, X. et al. Violet light suppresses lens-induced myopia via neuropsin (OPN5) in mice. Proc. Natl. Acad. Sci. 118(22),

€2018840118 (2021).

Jonas, J. B. et al. IMI prevention of myopia and its progression. Invest. Ophthalmol. Vis. Sci. 62(5), 6-6 (2021).

Read, S. A, Collins, M. J. & Vincent, S. J. Light exposure and physical activity in myopic and emmetropic children. Optom. Vis.
Sci. 91(3), 330-341 (2014).

Thorne, H. C. et al. Daily and seasonal variation in the spectral composition of light exposure in humans. Chronobiol. Int. 26(5),
854-866 (2009).

. Foulds, W. S., Barathi, V. A. & Luu, C. D. Progressive myopia or hyperopia can be induced in chicks and reversed by manipulation

of the chromaticity of ambient light. Invest. Ophthalmol. Vis. Sci. 54(13), 8004-8012 (2013).

. Torii, H. et al. Violet light exposure can be a preventive strategy against myopia progression. EBioMedicine 15,210-219 (2017).

. Torii, H. et al. Violet light transmission is related to myopia progression in adult high myopia. Sci. Rep. 7(1), 1-8 (2017).

. Li, T. et al. Evaluation of EGR1 as a candidate gene for high myopia. Mol. Vis. 14, 1309 (2008).

. Ashby, R. S. et al. Egr-1 mRNA expression is a marker for the direction of mammalian ocular growth. Invest. Ophthalmol. Vis. Sci.

55(9), 5911-5921 (2014).

. Fischer, A.J. et al. Light-and focus-dependent expression of the transcription factor ZENK in the chick retina. Nat. Neurosci. 2(8),

706-712 (1999).

. Schippert, R. et al. Relative axial myopia in Egr-1 (ZENK) knockout mice. Invest. Ophthalmol. Vis. Sci. 48(1), 11-17 (2007).
. Schippert, R., Feldkaemper, M. & Schaeffel, F. Axial myopia in Egr-1 knock-out mice. Invest. Ophthalmol. Vis. Sci. 47(13), 3326—

3326 (2006).

Schippert, R., Schaeffel, E. & Feldkaemper, M. P. Microarray analysis of retinal gene expression in Egr-1 knockout mice. Mol. Vis.
15, 2720 (2009).

Mori, K. et al. Oral crocetin administration suppressed refractive shift and axial elongation in a murine model of lens-induced
myopia. Sci. Rep. 9(1), 1-10 (2019).

Mori, K. et al. The effect of dietary supplementation of crocetin for myopia control in children: a randomized clinical trial. J. Clin.
Med. 8(8), 1179 (2019).

Zimmermann, M. et al. Ginkgo biloba extract: from molecular mechanisms to the treatment of Alzhelmer’s disease. Cell. Mol.
Biol. 48(6), 613-623 (2002).

Smith, J. & Luo, Y. Studies on molecular mechanisms of Ginkgo biloba extract. Appl. Microbiol. Biotechnol. 64(4), 465-472 (2004).
Diamond, B. J. et al. Ginkgo biloba extract: mechanisms and clinical indications. Arch. Phys. Med. Rehabil. 81(5), 668-678 (2000).
Pereira, E., Barros, L. & Ferreira, I. C. Chemical characterization of Ginkgo biloba L. and antioxidant properties of its extracts and
dietary supplements. Ind. Crops Prod. 51, 244-248 (2013).

Zhang, N. et al. Antibacterial mechanism of Ginkgo biloba leaf extract when applied to Shewanella putrefaciens and Saprophytic
staphylococcus. Aquacult. Fish. 3(4), 163-169 (2018).

Jiao, Y. B. et al. Expression of pro-inflammatory and anti-inflammatory cytokines in brain of atherosclerotic rats and effects of
Ginkgo biloba extract 1. Acta Pharmacol. Sin. 26(7), 835-839 (2005).

Kotakadi, V. S. et al. Ginkgo biloba extract EGb 761 has anti-inflammatory properties and ameliorates colitis in mice by driving
effector T cell apoptosis. Carcinogenesis 29(9), 1799-1806 (2008).

Ahmed, H. H. et al. Ginkgo biloba L. leaf extract offers multiple mechanisms in bridling N-methylnitrosourea-mediated experi-
mental colorectal cancer. Biomed. Pharmacother. 95, 387-393 (2017).

Wu, X. et al. Isolation, purification and in vitro anti-tumor activity of polysaccharide from Ginkgo biloba sarcotesta. Carbohyd.
Polym. 86(2), 1073-1076 (2011).

Zhang, X. et al. Effects of feeding fermented Ginkgo biloba leaves on small intestinal morphology, absorption, and immunomodu-
lation of early lipopolysaccharide-challenged chicks. Poult. Sci. 92(1), 119-130 (2013).

Shenoy, K. A., Somayaji, S. & Bairy, K. Evaluation of hepatoprotective activity of Ginkgo biloba in rats. Indian J. Physiol. Pharmacol.
46(2), 167-174 (2002).

Kang, J. M. & Lin, S. Ginkgo biloba and its potential role in glaucoma. Curr. Opin. Ophthalmol. 29(2), 116-120 (2018).

Park, J. W. et al. Short-term effects of Ginkgo biloba extract on peripapillary retinal blood flow in normal tension glaucoma. Korean
J. Ophthalmol. 25(5), 323-328 (2011).

Grudzinska, E. & Modrzejewska, M. Modern diagnostic techniques for the assessment of ocular blood flow in myopia: current
state of knowledge. J. ophthalmol. 2018, 1-6 (2018).

Zhang, S. et al. Changes in choroidal thickness and choroidal blood perfusion in guinea pig myopia. Invest. Ophthalmol. Vis. Sci.
60(8), 3074-3083 (2019).

Zhou, X. et al. Increased choroidal blood perfusion can inhibit form deprivation myopia in guinea pigs. Invest. Ophthalmol. Vis.
Sci. 61(13), 25-25 (2020).

Jiang, X. et al. A highly efficient murine model of experimental myopia. Sci. Rep. 8(1), 1-12 (2018).

Flores-Moreno, I. et al. The relationship between axial length and choroidal thickness in eyes with high myopia. Am. J. Ophthalmol.
155(2), 314-319 (2013).

Kim, K. H. The relationship among refractive power, axial length and choroidal thickness measured by SD-OCT in myopia. J.
Korean Ophthalmol. Soc. 53(5), 626-631 (2012).

Woodman, E. C,, Read, S. A. & Collins, M. J. Axial length and choroidal thickness changes accompanying prolonged accommoda-
tion in myopes and emmetropes. Vision. Res. 72, 34-41 (2012).

Muhiddin, H. S. et al. Choroidal thickness in correlation with axial length and myopia degree. Vision 6(1), 16 (2022).
Mashayekh, A. et al. Effects of Ginkgo biloba on cerebral blood flow assessed by quantitative MR perfusion imaging: a pilot study.
Neuroradiology 53(3), 185-191 (2011).

Scientific Reports |  (2023) 13:3772

https://doi.org/10.1038/s41598-023-30908-1 nature portfolio



www.nature.com/scientificreports/

46. Schneider, L. S. Ginkgo biloba extract and preventing Alzheimer disease. JAMA 300(19), 2306-2308 (2008).

47. Sabaner, M. C. et al. Ginkgo Biloba affects microvascular morphology: a prospective optical coherence tomography angiography
pilot study. Int. Ophthalmol. 41(3), 1053-1061 (2021).

48. Sun, B. L. et al. Effects of extract of Ginkgo biloba on spasms of the basilar artery and cerebral microcirculatory perfusion in rats
with subarachnoid hemorrhage. Clin. Hemorheol. Microcircul. 29(3-4), 231-238 (2003).

49. Sun, B.-L. et al. Effects of extract of Ginkgo biloba on intracranial pressure, cerebral perfusion pressure, and cerebral blood flow
in a rat model of subarachnoid haemorrhage. Int. J. Neurosci. 117(5), 655-665 (2007).

50. Pietri, S. et al. Cardioprotective and Anti-oxidant Effects of the Terpenoid Constituents ofGinkgo bilobaExtract (EGb 761). J. Mol.
Cell. Cardiol. 29(2), 733-742 (1997).

51. Chung, H. S. et al. Ginkgo biloba extract increases ocular blood flow velocity. J. Ocul. Pharmacol. Ther. 15(3), 233-240 (1999).

52. Labkovich, M. et al. Ginkgo biloba extract in ophthalmic and systemic disease, with a focus on normal-tension glaucoma. Asia-
Pacific J. Ophthalmol. (Philadelphia Pa) 9(3), 215 (2020).

53. Zhou, X. et al. Decreased choroidal blood perfusion induces myopia in Guinea pigs. Invest. Ophthalmol. Vis. Sci. 62(15), 30-30
(2021).

54. Coscas, G., Lupidi, M. & Coscas, F. Heidelberg Spectralis optical coherence tomography angiography: technical aspects. OCT
Angiogr. Ret. Macul Dis. 56, 1-5 (2016).

55. Partovian, C. et al. PKCa activates eNOS and increases arterial blood flow in vivo. Circ. Res. 97(5), 482-487 (2005).

56. Lam, C.-F. et al. Increased blood flow causes coordinated upregulation of arterial eNOS and biosynthesis of tetrahydrobiopterin.
Am. ]. Physiol.-Heart Circul. Physiol. 290(2), H786-H793 (2006).

57. Yoshitake, T., Yoshitake, S. & Kehr, J. The Ginkgo biloba extract EGb 761° and its main constituent flavonoids and ginkgolides
increase extracellular dopamine levels in the rat prefrontal cortex. Br. J. Pharmacol. 159(3), 659-668 (2010).

58. Kehr, J. et al. Ginkgo biloba leaf extract (EGb 761°) and its specific acylated flavonol constituents increase dopamine and acetyl-
choline levels in the rat medial prefrontal cortex: possible implications for the cognitive enhancing properties of EGb 761°. Int.
Psychogeriatr. 24(S1), S25-S34 (2012).

59. Zhou, X. et al. Dopamine signaling and myopia development: what are the key challenges. Prog. Retin. Eye Res. 61, 60-71 (2017).

60. Tian, J. et al. Ginkgo biloba leaf extract attenuates atherosclerosis in streptozotocin-induced diabetic ApoE-/-mice by inhibiting
endoplasmic reticulum stress via restoration of autophagy through the mTOR signaling pathway. Oxidat. Med. Cell. Longev. 2019
(2019).

61. Park, Y.]. et al. Ginkgo biloba extract EGb 761-mediated inhibition of aromatase for the treatment of hormone-dependent breast
cancer. Food Chem. Toxicol. 87, 157-165 (2016).

62. Waidyanatha, S. et al. Systemic exposure to Ginkgo biloba extract in male F344/NCrl rats: relevance to humans. Food Chem. Toxicol.
131, 110586 (2019).

63. Hoenerhoff, M. J. et al. Hepatocellular carcinomas in B6C3F1 mice treated with Ginkgo biloba extract for 2 years differ from
spontaneous liver tumors in cancer gene mutations and genomic pathways. Toxicol. Pathol. 41(6), 826-841 (2013).

64. Auerbach, S. S. et al. Exome sequencing of fresh-frozen or formalin-fixed paraffin-embedded B6C3F1/N mouse hepatocellular
carcinomas arising either spontaneously or due to chronic chemical exposure. Toxicol. Pathol. 46(6), 706-718 (2018).

65. Unger, M. Pharmacokinetic drug interactions involving Ginkgo biloba. Drug Metab. Rev. 45(3), 353-385 (2013).

66. Akuzawa, N. et al. Zinc finger transcription factor Egr-1 activates Flt-1 gene expression in THP-1 cells on induction for macrophage
differentiation. Arterioscler. Thromb. Vasc. Biol. 20(2), 377-384 (2000).

67. Bachmanov, A. A. et al. Food intake, water intake, and drinking spout side preference of 28 mouse strains. Behav. Genet. 32(6),
435-443 (2002).

68. Feige-Diller, J. et al. The effects of different feeding routines on welfare in laboratory mice. Front. Vet. Sci. 6, 479 (2020).

69. Dysli, C. et al. Quantitative analysis of mouse retinal layers using automated segmentation of spectral domain optical coherence
tomography images. Transl. Vis. Sci. Technol. 4(4), 9-9 (2015).

70. An, L. et al. High-resolution wide-field imaging of retinal and choroidal blood perfusion with optical microangiography. J. Biomed.
Opt. 15(2), 026011 (2010).

71. Wang, R. K. Optical microangiography: a label-free 3-D imaging technology to visualize and quantify blood circulations within
tissue beds in vivo. IEEE J. Sel. Top. Quantum Electron. 16(3), 545-554 (2009).

72. Zhang, Q. et al. A novel strategy for quantifying choriocapillaris flow voids using swept-source OCT angiography. Invest. Ophthal-
mol. Vis. Sci. 59(1), 203-211 (2018).

73. Wu, H. et al. Assessment of choroidal vascularity and choriocapillaris blood perfusion in anisomyopic adults by SS-OCT/OCTA.
Invest. Ophthalmol. Vis. Sci. 62(1), 8-8 (2021).

Acknowledgements

The authors thank Y. Soejima, K. Nishimaki, H. Aoyagi, and M. Shidomi (ROHTO Pharmaceutical Co., Ltd.
Tokyo) for their critical discussion. Thank A. Ishida, S. Kurobane, N.Serizawa, C. Shoda (Graduate School of
Medicine, Keio University, Tokyo) for their technical guidance and administrative support. Patents has been
applied internationally, based on an international patent WO2018/212152.

Author contributions

J.H. conducted the experiments, analyzed the data, prepared figures, and drafted the manuscript. K.M., TK., and
K.T. conceived of the study, participated in its design and coordination, and helped to draft themanuscript. All
authors contributed to manuscript revisions. The final version of the manuscript was authorized by all authors,
who also consent to have responsibility for its content.

Funding
The current study was financially supported by ROHTO Pharmaceutical Co., Ltd.

Competing interests
Outside the submitted work, Kazuo Tsubota reports that he is the CEO of Tsubota Laboratory, Inc., Tokyo, Japan,
a company developing products for the treatment of myopia. The other authors declare no conflicts of interest.

Additional information
Supplementary Information The online version contains supplementary material available at https://doi.org/
10.1038/541598-023-30908-1.

Correspondence and requests for materials should be addressed to T.K. or K.T.

Scientific Reports |

(2023)13:3772 | https://doi.org/10.1038/s41598-023-30908-1 nature portfolio


https://doi.org/10.1038/s41598-023-30908-1
https://doi.org/10.1038/s41598-023-30908-1

www.nature.com/scientificreports/

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
Creative Commons licence, and indicate if changes were made. The images or other third party material in this
article are included in the article’s Creative Commons licence, unless indicated otherwise in a credit line to the
material. If material is not included in the article’s Creative Commons licence and your intended use is not
permitted 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 licence, visit http://creativecommons.org/licenses/by/4.0/.

© The Author(s) 2023

Scientific Reports|  (2023)13:3772 | https://doi.org/10.1038/s41598-023-30908-1 nature portfolio


www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Ginkgo biloba extracts improve choroidal circulation leading to suppression of myopia in mice
	Results
	In a luciferase assay, GBEs generated a significant activation of EGR-1. 
	Oral GBEs administration suppressed myopia progression in a lens-induced myopia model of mice. 
	Oral GBEs administration increased choroidal blood perfusion in mice. 
	GBEs increased a significant Egr-1 and eNOS expression in real-time PCR. 
	GBEs inhibited choroidal thinning in a murine LIM model. 

	Discussion
	Materials and methods
	Establishment of EGR-1 luciferase permanent expression cell line. 
	Luciferase assay. 
	Mouse model. 
	Analysis of dietary factors in the LIM model. 
	Measurement of refraction, axial length, and choroidal thickness by infrared photorefractor and SD-OCT. 
	Dietary effect on refraction, axial length, choroidal thickness, and choroidal blood perfusion. 
	Analysis of choroidal blood perfusion. 
	Real-time PCR analysis. 
	Statistical analysis. 

	References
	Acknowledgements


