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PURPOSE: To evaluate retinal thickness fluctuations in patients with diabetic macular oedema (DMO) treated with anti-vascular

endothelial growth factor (anti-VEGF) injections.

METHODS: Visual acuity (VA) and central subfield thickness (CST) were collected at baseline, 3, 6, 9 and 12 months. Retinal
thickness fluctuation was quantified by standard deviation (SD) of CST across 12 months. A mixed effects regression model
evaluated the relationship between CST SD and VA at 12 months. Multiple linear regression analysis was performed to investigate

predictors of CST SD.

RESULTS: Mean baseline and 12-month VAs were 63.5 = 15.7 and 69.0 + 13.8 Early Treatment of Diabetic Retinopathy Study
(ETDRS) letters (change = +5.1 + 16.1 letters, p < 0.001). Mean baseline and 12-month CSTs were 396.9 = 109.7 and 337.7 + 100.7
um (change = —59.2 + 114.8 um, p < 0.001). Retinal thickness variability across the first 12 months was 59.4 + 43.6 um. Stratification
of patient eyes by CST SD demonstrated 9.7 letters difference in 12-month VA between first and fourth quartiles. Significant
predictors of CST SD include baseline CST, injection type, laser treatment, and DR stage.

CONCLUSIONS: Larger retinal thickness fluctuations are associated with poorer visual outcomes in eyes with DMO treated with
anti-VEGF injections. Retinal thickness variability may be an important prognostic biomarker for DMO patients.
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INTRODUCTION

Diabetic retinopathy (DR) is the leading cause of blindness in
middle-aged adults (20-74 years) in developed countries [1-3].
Vision loss in DR is most often secondary to diabetic macular
oedema (DMO), which affects ~6.8% of people with diabetes [4].
As diabetes continues to rise in prevalence, DMO has also become
a major public health concern.

Primary treatment for DMO involves frequent intravitreal anti-
vascular endothelial growth factor (VEGF) injections [5-7]. Despite
the efficacy of these treatments, a barrier in clinical management
of DMO still exists in that there are currently no dependable
methods to predict how individual patients receiving anti-VEGF
injection treatment will respond over time, in terms of vision gain
or loss. Biomarkers that are predictive of visual outcomes in
individual eyes with DMO would allow for better disease
management and patient counselling. Hence, identification of
these markers is integral.

Optical coherence tomography (OCT) makes it possible to
objectively assess and quantify morphological parameters of the
retina, such as retinal thickness, intraretinal fluid, and ellipsoid
zone integrity, among others [8]. Retinal thickness, in particular, is
an important parameter in clinical evaluation of DMO. Because
some studies have shown that reduction in retinal thickness is
associated with improved visual acuity (VA) in response to

intravitreal anti-VEGF therapy in DMO, changes in retinal thickness
have been considered representative of disease activity, and
retinal thickness has been widely utilized as an outcome
parameter in clinical trials for DMO [9, 101.

However, though retinal thickness is important in the clinical
evaluation of DMO, it is not a reliable surrogate for VA, with
previous investigations showing only a moderate degree of
association, at best, between retinal thickness and VA [11-13]. The
Diabetic Retinopathy Clinical Research Network’s study investigat-
ing the relationship between central subfield thickness (CST) and
VA in DMO observed a wide range of visual outcomes for any
given degree of retinal oedema, as well as paradoxical decreases
in VA accompanying decreases in retinal thickness [11]. Bressler
et als study investigated the association between changes in CST
and changes in VA in DMO eyes treated with intravitreal anti-VEGF
injections, and revealed that changes in CST accounted for only a
small fraction of changes in VA [13].

One possible problem with using retinal thickness as a predictor
for VA is that single timepoint measurements of retinal thickness
fail to account for retinal fluctuations over time. Repeated changes
in retinal thickness and retinal deformations may negatively affect
the functionality of photoreceptors. Farjood et al’s 2018 study
simulated mechanical stress on retinal pigment epithelium (RPE)
cells, and demonstrated that cyclic mechanical stress induces RPE

'Case Western Reserve University School of Medicine, Cleveland, OH, USA. *Cole Eye Institute, Cleveland Clinic, Cleveland, OH, USA. 3*Center for Ophthalmic Bioinformatics, Cole

Eye Institute, Cleveland Clinic, Cleveland, OH, USA. ®email: singhr@ccf.org

Received: 23 February 2021 Revised: 7 June 2021 Accepted: 24 June 2021

Published online: 7 July 2021

SPRINGER NATURE


http://crossmark.crossref.org/dialog/?doi=10.1038/s41433-021-01672-1&domain=pdf
http://crossmark.crossref.org/dialog/?doi=10.1038/s41433-021-01672-1&domain=pdf
http://crossmark.crossref.org/dialog/?doi=10.1038/s41433-021-01672-1&domain=pdf
http://crossmark.crossref.org/dialog/?doi=10.1038/s41433-021-01672-1&domain=pdf
http://orcid.org/0000-0001-9227-9560
http://orcid.org/0000-0001-9227-9560
http://orcid.org/0000-0001-9227-9560
http://orcid.org/0000-0001-9227-9560
http://orcid.org/0000-0001-9227-9560
http://orcid.org/0000-0003-0785-9099
http://orcid.org/0000-0003-0785-9099
http://orcid.org/0000-0003-0785-9099
http://orcid.org/0000-0003-0785-9099
http://orcid.org/0000-0003-0785-9099
http://orcid.org/0000-0003-4729-0706
http://orcid.org/0000-0003-4729-0706
http://orcid.org/0000-0003-4729-0706
http://orcid.org/0000-0003-4729-0706
http://orcid.org/0000-0003-4729-0706
mailto:singhr@ccf.org
www.nature.com/eye

V.Y. Wang et al.

1462

All DMO patients receiving anti-VEGF injections (January 2012 — December 2019)
N = 2503 (electronic medical record query)

|

| DMO patients with continuous follow up for 12 months and anti-VEGF injections gém |
N =630

l

| DMO patients without confounding conditions or treatments, with sufficient number of OCTs
N =266

Fig. 1 Patient selection workflow. Two thousand five hundred and
three patients with a documented diagnosis of DMO who were
receiving anti-VEGF treatment were selected via electronic record
query. Six hundred and thirty of these patients had continuous
follow-up for at least 12 months and met the injection frequency
criteria (excluded n=1873). Two hundred and sixty-six patients
were selected after excluding based on OCT frequency criteria,
presence of concomitant macular disease, or concurrent adminis-
tration of steroid or focal laser treatment (excluded n = 364).

damage and VEGF expression, promoting angiogenesis and the
progression of choroidal neovascularization [14]. Ambati and
Fowler's 2012 study showed that photoreceptors rely on the RPE
for support, and RPE injury leads to photoreceptor loss and retinal
degeneration [15].

Consequently, fluctuations in retinal thickness over time, rather
than absolute retinal thickness, may be more reflective of VA,
providing clinicians with a more reliable metric with which to
predict patients’ outcomes. Evans et al. showed that in eyes with
neovascular age-related macular degeneration (nAMD) treated
with anti-VEGF injections, larger variation in retinal thickness over
24 months was associated with poorer visual outcome at
24 months [16]. Chen et al. showed that in eyes with retinal vein
occlusion (RVO) receiving anti-VEGF treatment, larger macular
thickness fluctuations across 12 months were associated with
poorer visual outcomes at 12 months [17]. Similar investigations
have not been performed in DMO.

Herein, the aims of this study are to evaluate retinal thickness
fluctuations in DMO patients treated with anti-VEGF agents, and
assess the relationship between retinal thickness fluctuations and
VA. Findings in this study will further elucidate our understanding
of the association between structural retinal changes and visual
outcomes, and provide a functional metric that will aid in the
evaluation, treatment, and management of DMO.

METHODS

Study design and participants

This study is a retrospective, non-comparative, observational cohort study
performed following Institutional Review Board approval. All study-related
procedures were performed in accordance with good clinical practice
(International Conference on Harmonization of Technical Requirements of
Pharmaceuticals for Human Use [ICH] E6), applicable FDA regulations, the
Health Insurance Portability and Accountability Act, and the Declaration of
Helsinki. Patients aged 18 years or older with a documented diagnosis of
DMO at the Cleveland Clinic Cole Eye Institute from January 2012 to
December 2019 were identified using the electronic medical record.
Patients were further screened using the following inclusion criteria:
initiation of intravitreal anti-VEGF therapy at the Cleveland Clinic without
prior anti-VEGF treatment, follow-up for at least 12 months after first
injection, injections at least every 6 months following first injection, and
OCT data available every 3 months with no more than one missing data
point. The anti-VEGF administration regimen at the Cleveland Clinic was
PRN and investigator-determined for all patients, with a focus on treating
all fluid until dry with as needed anti-VEGF injections. Eyes were excluded if
concomitant maculopathies unrelated to DMO were present, or if
concurrent steroid injections or focal laser photocoagulation treatment
were given during the study period. Only one eye was selected per patient.
In bilateral cases, the first eye to receive anti-VEGF injection was selected.
We identified 2503 patients with a documented diagnosis of DMO who
were receiving anti-VEGF treatment (Fig. 1). Of these patients, 630 had
continuous follow-up for at least 12 months and met the injection
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frequency criteria (excluded n=1873). Of these, 266 final patients were
selected after exclusion based on OCT frequency criteria, presence of
concomitant macular disease, or concurrent administration of steroid or
focal laser treatment (excluded n = 364).

Study variables

Baseline data, including demographics and past medical history, and
treatment received during the 12-month patient enrolment period were
recorded. Best visual acuity (BVA) and CST were collected at baseline, 3-, 6-,
9- and 12-month visits. For each timepoint, BVA and CST were measured
during the same encounter. The BVA measurements were a combination
of VA without correction, with correction, or pinhole, as per institutional
standard. Cirrus High-Definition Spectral Domain-OCT Review (V.9.5.1, Carl
Zeiss Meditech, Dublin, CA) was used to calculate macular thickness
parameters [18, 19]. CST was defined as the average macular thickness of
the 1-mm diameter circle centred around the fovea, using the ETDRS grid
[20]. Macular thickness was measured from the internal limiting membrane
to the RPE. Macular thickness variability was quantified as the standard
deviation (SD) of recorded CST measurements across 12 months.

Statistical methods

R Statistical Software (Version 3.6.1, Vienna, Austria) was used for statistical
analysis. Categorical variables were described as frequencies and
percentages; continuous variables were described using means = SD. VA
was converted from Snellen to ETDRS via the formula ETDRS = 85 + 50 x
logio(Snellen) [21]. Two-sample t-tests were used to compare 12-month
visual outcomes and macular thickness parameters from baseline. Mixed
effects linear regression analysis was used to identify predictors of VA at
12 months. Standard multiple linear regression was used to identify
predictors of macular thickness variability (quantified by CST SD).
Regression coefficients were expressed using 95% confidence intervals.
For quartile analysis, eyes were stratified by quartiles of macular thickness
variability, and one-way analysis of variance was used to compare
predicted VA among quartiles, with the Tukey test for pairwise
comparisons. p values < 0.05 were considered statistically significant.

RESULTS

Demographics and summary

A total of n = 266 patient eyes with DMO met criteria for inclusion
in the study. Of these patients, the average age was 61.0+11.3
years, 125 (47.0%) were female, and 192 (72.2%) were insulin-
dependent. Racial distribution was 182 (68.4%) White, 60 (22.6%)
Black, 2 (0.8%) Asian/Pacific Islander, 1 (0.4%) American Indian/
Alaska Native, 10 (3.8%) Multiracial/Multicultural and undisclosed
in 11 (4.1%) patients. In terms of DR stage, 110 (41.4%) patients
had proliferative DR (PDR), 67 (25.2%) had severe non-proliferative
DR (NPDR) and 89 (33.5%) had mild—-moderate NPDR. The average
number of anti-VEGF injections over 12 months was 8.2+ 24. In
terms of injection type, 151 (56.8%) received only bevacizumab,
19 (7.1%) received only aflibercept, 2 (0.8%) received only
ranibizumab and 94 (35.3%) received a combination of bevacizu-
mab and aflibercept. Mean baseline and 12-month VAs were 63.5
+15.7 and 69.0 £ 13.8 ETDRS letters, respectively. Change in VA
from baseline to 12 months was +5.1 +16.1 ETDRS letters (p <
0.001). A summary of this data can be found in Table 1.

Macular thickness and variability data

Average CST at baseline and 12 months were 396.9 + 109.7 and
337.7 £100.7 um, respectively (Table 1). The change in CST from
baseline at 12 months was —59.2 + 114.8 um (p < 0.001). Variability
of macular thickness as quantified by CST SD across the first
12 months was 59.4 +43.6 um.

Relationship between macular thickness variability and visual
outcomes

To assess the relationship between macular thickness variability
across 12 months and VA at 12 months, a mixed effects linear
regression model was utilized, with 12-month VA as the
dependent predictor and macular thickness variability as an
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Table 1. Demographics and summary data.
Variable DMO patients (n = 266)
Age (years) 61.0 (11.3)
Gender
Female 125 (47.0%)
Male 141 (53.0%)
Race
White 182 (68.4%)
Black 60 (22.6%)
Asian/Pacific Islander 2 (0.8%)
American Indian/Alaska Native 1 (0.4%)
Multiracial/multicultural 10 (3.8%)
Declined 11 (4.1%)

Eye laterality

oD 141 (53.0%)

oS 125 (47.0%)
Total anti-VEGF injections 8.2 (+2.4)
Anti-VEGF medication

Aflibercept 19 (7.1%)

Bevacizumab 151 (56.8%)
94 (35.3%)

2 (0.8%)

Mixed (bevacizumab + aflibercept)
Ranibizumab
Diabetic retinopathy stage
Mild-moderate NPDR
Severe NPDR
PDR
Insulin dependence

89 (33.5%)
67 (25.2%)
110 (41.4%)

192 (72.2%)
74 (27.8%)

Insulin-dependent

Insulin-independent

CST (um)
Baseline 396.9 (+109.7)
12 months® 337.7 (¥100.7)
Change —59.2 (+114.8)
Visual acuity (ETDRS letters)
Baseline 63.5 (£15.7)
12 months® 69.0 (£13.8)
Change +5.1 (+16.1)
CST SD across 12 months (um) 59.4 (+43.6)

Categorical variables are expressed as frequency (percentage), numeric
variables are expressed as mean (standard deviation).

CST central subfield thickness, SD standard deviation.

Statistically significant difference found from baseline at p < 0.001.

independent predictor (Fig. 2). Macular thickness variability,
quantified by CST SD over 12 months, had a statistically significant
negative association with VA at 12 months (Table 2). The
regression coefficient quantifying the association between CST
SD and 12-month VA was —6.87 [-10.52, —3.23] ETDRS letters/
100 um (p < 0.001). This relationship was independent of other
variables in the model including baseline macular thickness,
baseline VA, number or type of anti-VEGF injections received,
demographics, DR stage, haemoglobin Alc (HbA1c) or insulin
dependence.

Predictors of better VA at 12 months included higher baseline
VA (p<0.001), higher baseline CST (p=0.027), male gender
(p =10.019), mild-moderate NPDR (as opposed to severe NPDR;
p=0.023) and aflibercept injections only (as opposed to
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Fig. 2 Relationship between macular thickness variability and
visual acuity at 12 months. 12-month visual acuity predicted by a
mixed effects regression model using central subfield thickness
standard deviation (CST SD) across 12 months as the predictor,
adjusted for demographics, number of treatments and baseline
variables. The shaded area represents the 95% confidence band; the
rug plot shows the distribution of CST SD values.

bevacizumab or a mix of both aflibercept and bevacizumab; p
=0.039, p=0.007, respectively). Age, number of anti-VEGF
injections, HbA1c and insulin dependence were not significantly
associated with 12-month VA. Whether or not patients had
previously received focal laser or PRP was also not associated with
12-month VA.

To further visualize the relationship between macular thickness
variability and visual outcomes at 12 months, the data were
stratified into quartiles based on CST SD across 12 months, and VA
at 12 months was predicted using the mixed effects linear
regression model to control for baseline, demographic and
treatment variables. The mean CST SD for each quartile, in order
of increasing CST SD, was 17.1+7.3, 405+59, 629+8.7, and
121.4 £ 38.5 um. The VAs at 12 months for the first and fourth
quartiles were 72.5 and 62.8 ETDRS letters, respectively, for a
statistically significant difference of 9.7 ETDRS letters (p < 0.001)
(Fig. 3A). The predicted VAs at 12 months for the first and fourth
quartiles were 71.9 and 62.6 ETDRS letters, respectively, for a
statistically significant difference of 9.3 ETDRS letters (p < 0.001)
(Fig. 3B).

Predictors of macular thickness variability

Because macular thickness variability was found to be an
independent predictor of VA at 12 months, we performed
multiple regression analyses to identify predictors of macular
thickness variability (Supplementary Table 1). Baseline CST was a
significant positive predictor of CST SD (p<0.001). PDR (as
opposed to mild-moderate NPDR), severe NPDR (as opposed to
mild—-moderate NPDR), PRP laser treatment (as opposed to no
laser treatment) and ranibizumab (as opposed to aflibercept) were
also significant positive predictors of CST SD (p = 0.007, p < 0.001,
p=0.018, p<0.001, respectively). Male gender, prior focal laser
treatment (as opposed to no laser treatment) and both focal and
PRP laser treatment (as opposed to no laser treatment) were
significant negative predictors of CST SD (p = 0.004, p =0.001, p
=0.006, respectively). Age, number of anti-VEGF treatments and
insulin dependence were not associated with CST SD.

DISCUSSION

This study evaluated macular thickness fluctuations in DMO
patients treated with intravitreal anti-VEGF injections, and
investigated the association between macular thickness fluctua-
tion and visual outcomes. The study demonstrated that larger
fluctuations in macular thickness were associated with poorer
visual outcomes at 12 months. On mixed effects regression
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Table 2. Mixed effects linear regression model for 12-month visual acuity in DMO

Factors
(Intercept)
CST SD across 12 months (100s pm)
Baseline visual acuity (ETDRS letters)
Baseline CST (100s pm)
Age (years)
Gender: male (vs. female)
DR stage: PDR (vs. mild-moderate NPDR)
DR stage: severe NPDR (vs. mild-moderate NPDR)
HbA1c (%)
Laser: focal® (vs. none)
Laser: PRP® (vs. none)
Laser: both focal and PRP€ (vs. none)
Number of anti-VEGF injections
Insulin: dependent (vs. non-dependent)
Anti-VEGF injection type: bevacizumab (vs. aflibercept)
Anti-VEGF injection type: mixed® (vs. aflibercept)
Anti-VEGF injection type: ranibizumab (vs. aflibercept)
Model characteristics
&
Too id
ICC
Marginal R*/conditional R

using central subfield.

Estimates cl p value
46.40 30.91 61.90 <0.001
—6.87 —-10.52 —3.23 <0.001
0.35 0.27 0.44 <0.001
1.63 0.18 3.09 0.027
—0.03 —0.15 0.10 0.682
2.96 0.49 5.44 0.019
—2.20 —5.63 1.22 0.207
—3.95 —-7.35 —0.56 0.023
0.24 —0.43 0.91 0.484
—1.85 —-7.73 4.03 0.538
—-1.29 —4.27 1.69 0.396
—4.45 —12.63 3.73 0.286
0.38 —0.18 0.95 0.183
—0.13 —2.96 2.69 0.926
—5.33 —10.39 —0.26 0.039
—7.38 —12.76 —2.00 0.007
—4.02 —25.01 16.97 0.707
65.86
77.77
0.54
0.273/0.667

Estimates denote the predicted change in visual acuity at 12 months for a 1 unit increase of a numeric factor, or for that factor level relative to reference level

of a categorical factor, with other factors held constant.

Cl confidence interval, CST central subfield thickness, SD standard deviation, ¢® variance within subjects, 100 id variance between subjects, ICC intraclass

correlation coefficient, R? coefficient of determination.

?Focal laser refers to eyes that had received focal laser prior to the study period.

PPRP refers to eyes that had received PRP either prior to or during the study period.

“Both focal and PRP refers to eyes that had received focal laser prior to the study period in addition to PRP at any time.
9Mixed refers to eyes that had received a combination of bevacizumab and aflibercept.

Statistically significant p < 0.05 values are in bold.

analysis, there was a mean decrease in 12-month VA of 6.87 letters
per 100-um CST SD. In addition, on quartile stratification of eyes
based on CST SD, there was a significant difference of 9.7 letters in
12-month VA between the least variable to most variable quartiles.
These findings suggest that macular thickness fluctuations
correlate with retinal functional outcomes, and thus can
potentially serve as a prognosticator for visual outcomes in
patients with DMO treated with anti-VEGF injections.

In addition to macular thickness variability, other predictors of
better VA at 12 months included higher baseline VA (p <0.001),
higher baseline CST (p = 0.027), male gender of the patient (p =
0.019), mild—-moderate NPDR (as opposed to severe NPDR; p =
0.023) and aflibercept injections (versus bevacizumab only or a
mix of both aflibercept and bevacizumab; p =0.039, p = 0.007,
respectively). Though higher baseline VA was associated with
better 12-month VA, it was associated with smaller gains in VA
from baseline to 12 months. This result is expected, as patients
with better baseline VA have less room for improvement
compared to patients with lower baseline VA due to a ceiling
effect. In this study, male gender was associated with better 12-
month VA. To the best of our knowledge, previous studies have
not investigated correlation between gender and visual outcome
in patients with DMO. However, studies have shown that among
patients with DMO, on average, men had greater central macular
thickness than did women [18, 22].

In this study, higher baseline CST was associated with better 12-
month VA. Though higher baseline macular thickness can reflect
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active disease at baseline and indicate that a patient may be
receptive to treatment, macular thickness has been shown to be
an unreliable reflection of retinal function. Existing literature on
associations between macular thickness and VA have reported
conflicting results [11-14, 23, 24]. This may be because macular
thickness reflects a combination of retinal features, such as loss of
neurons, disruption of anatomical connections, disorganization of
the retinal inner layers and presence of extracellular fluid in the
retina [25]. Hence, CST inadequately reflects changes occurring in
the retina at a molecular level. Importantly, although baseline CST
was associated with 12-month VA, the association between CST
SD and 12-month VA was independent of baseline CST.
Furthermore, as per the mixed effects linear regression model,
100-um change in CST SD had a larger effect size on 12-month VA
(—6.87 letters per 100-pm CST SD) compared to 100-um change in
baseline CST (1.63 letters per 100-um CST). In terms of the types of
intravitreal anti-VEGF agents patients received, our analysis
showed that in comparison to receiving aflibercept injections
only, receiving either bevacizumab or a combination of bevaci-
zumab and aflibercept were correlated with worse BCVA at
12 months, which supports the findings from Protocol T.

In this analysis, age, number of anti-VEGF injections, insulin
dependence, HbA1c, DR stage and laser treatment status were not
significantly associated with 12-month VA. Though baseline HbA1c
was included in our analysis, other factors relating to glycaemic
control, such as length of diabetes, were not included in our
analysis because the information was only available for a small
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Fig. 3 Visual acuity by macular thickness variability quartiles. A Actual 12-month visual acuity stratified by quartiles of central subfield
thickness standard deviation (CST SD) across 12 months. B Predicted 12-month visual acuity using a mixed effects regression model, stratified
by quartiles of central subfield thickness standard deviation (CST SD) across 12 months, adjusted for demographics, number of treatments
and baseline variables. Error bars represent the standard error of each quartile.

percentage of the cohort. Our results were consistent with previous
studies, which have shown that VA improvement with anti-VEGF
injections are not dependent on baseline HbA1c levels [26].

To investigate the predictors of macular thickness variability
itself, we performed multiple linear regression analysis and found
that increased baseline CST was associated with increased CST SD.
This was expected, as patients with higher CST at baseline had
more room for thickness reduction, and patients with lower CST at
baseline had limited potential to become even thinner. Hence
patients with higher baseline CST had more potential for CST
fluctuation. Having PDR or severe NPDR (versus mild-moderate
NPDR), PRP (versus no laser treatment) or high HbA1c were also
positive predictors of CST SD. Having prior focal or both focal and
PRP laser treatment was a negative predictor of CST SD, which is
expected, as focal laser has been hypothesized to reduce retinal
thickness changes by photocoagulating the retina thus not
allowing it to swell to previous thickness levels. Of note, other
factors studied, such as age, insulin dependence and number of
injections, were not associated with CST SD.

OCT has become an increasingly important tool for evaluating
and managing vitreoretinal disorders, including DMO. Because
OCT allows for the objective quantification of morphological
features of the retina, many studies have focused on investigating
the prognostic value of OCT parameters such as subfoveal
choroidal thickness, ellipsoid zone status, subfoveal neuroretinal
detachment and disorganization of the retinal inner layers etc.
[27-29]. To the best of our knowledge, no previous studies have
investigated macular thickness variability as a prognosticator for
visual outcomes in DMO. Prior studies have investigated circadian
variations of macular thickness in DMO eyes. Larsen et al. reported
an overnight increase in mean macular thickness from 316 to 336
um, accompanied by an overnight decline in mean VA from 41 to
36 letters in DMO patients [30]. Frank et al. observed declines in
mean macular thickness throughout the day in DMO eyes [31].
However, macular thickness variability has not been studied
longitudinally in DMO patients in a manner similar to this study.

There are studies that have investigated the association between
retinal thickness variability and visual outcomes in eyes with nAMD
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and RVO receiving anti-VEGF treatment [16, 17]. Both studies reported
that larger fluctuations in retinal thickness over time were associated
with worse final visual outcome, which is consistent with our results.

This study is limited by its retrospective nature, which prevents us
from establishing causality. Although our results demonstrated an
association between higher macular thickness fluctuations and worse
visual outcomes at 12 months, we cannot infer causality. We also do
not know if there are other unaccounted-for factors that are
mediating the results. For example, hyperglycaemia is a well-
established determinant of DR progression [32, 33]. Hence it would
be interesting to include factors reflecting long term glycaemic
control (such as HbA1lc levels early in the course of diabetes and
fluctuations in HbA1c levels throughout the length of diabetes) to our
analysis to assess if they are influencing the variables studied. The
presence of diabetic macular ischaemia has also been associated with
reduced VA in DMO, so it could be another unaccounted-for factor
mediating our analysis [34]. Another limitation common to retro-
spective studies is that the collected BVA was not standardized; the
BVA collected in our study was a combination of pinhole-corrected,
spectacle-corrected and uncorrected VA. Similarly, because of the
retrospective nature of this study, the types of intravitreal anti-VEGF
agents patients received were not standardized; patients were treated
PRN and based on physicians’ clinical judgement, with differing anti-
VEGF agents, treatment intervals and total number of injections over a
12-month period.

Another limitation of this study is its generalizability. Due to the
strict inclusion and exclusion criteria implemented during patient
selection, selection bias may limit the applicability of our analysis to
the general DMO patient population. For example, because receiving
injections every 6 months or more frequently was an inclusion
criterion to isolate a population of patients requiring re-treatment,
DMO patients whose eyes quickly stabilized in response to injections
and did not require further treatment were excluded. In addition,
patients who had poor follow-up were excluded (<4 OCTs in a 12-
month period). Patients who received concurrent steroid or focal laser
treatment were excluded to minimize confounding, as it is difficult to
quantify these treatments’ effects on macular thickness fluctuations;
this makes it difficult to infer conclusions for these populations.
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Although our patient selection criterion may have made our findings
less generalizable, they were necessary to investigate our hypothesis
and ensure the integrity of our results. Finally, our sample size was
266, which, though adequate for our purposes, was not large enough
for us to perform analysis on stratified subgroups of patients. Future
studies that are prospective, have more inclusive criterion, have larger
sample sizes or investigate longer term outcomes, would provide
more insight.

Overall, this study investigates the association between macular
thickness variability and visual outcomes in patients with DMO
receiving anti-VEGF injections. As pointed out in the previous
paragraph, future investigations should study patients prospectively
in routine clinical practice to attain more generalizable results, as there
are often discrepancies between carefully selected patients in studies
versus real world patient populations. Despite its limitations, this study
helps establish macular thickness variability as a novel biomarker that
may change the monitoring of DMO patients’ progress in clinical
practice. Future studies on specific morphological features that affect
macular thickness fluctuations, such as change in fluid compartments,
could identify the specific contributors of CST that influence visual
outcomes, and further elucidate our understanding.

SUMMARY

What was known before

® Retinal thickness fluctuations was not directly related to DMO.

What this study adds

® In DMO eyes treated with anti-VEGF agents, large retinal
thickness fluctuations are associated with poorer visual
outcomes. Retinal thickness fluctuation may be an important
prognostic biomarker for patients with DMO.
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