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Abstract: Increased trabecular meshwork (TM) cell and tissue contractility is a driver of the reduced
outflow facility and elevation of intraocular pressure (IOP) associated with primary open-angle
glaucoma (POAG). Connective tissue growth factor (CTGF) is an established mediator of TM cell
contractility, and its expression is increased in POAG due to transforming growth factor 3 2 (TGFB2)
signalling. Inhibiting CTGF upregulation using microRNA (miRNA) mimetics could represent a
new treatment option for POAG. A combination of in silico predictive tools and a literature review
identified a panel of putative CTGF-targeting miRNAs. Treatment of primary human TM cells with
5 ng/mL TGFf2 for 24 h identified miR-18a-5p as a consistent responder, being upregulated in cells
from five different human donors. Transfection of primary donor TM cells with 20 nM synthetic
miR-18a-5p mimic reduced TGF[32-induced CTGF protein expression, and stable lentiviral-mediated
overexpression of this miRNA reduced TGF32-induced contraction of collagen gels. Together, these
findings identify miR-18a-5p as a mediator of the TGF{32 response and a candidate therapeutic agent
for glaucoma via its ability to inhibit CTGF-associated increased TM contractility.

Keywords: glaucoma; primary open-angle glaucoma; microRNAs; connective tissue growth factor
(CTGEF); TGEp; intraocular pressure; trabecular meshwork; therapeutics

1. Introduction

Glaucoma, one of the leading causes of blindness worldwide [1], is characterised by
degenerative optic neuropathy and progressive loss of vision [2]. Primary open-angle
glaucoma (POAG) is the most prevalent subtype of glaucoma, and worldwide cases are
predicted to reach 112 million by 2040 [2]. Although glaucoma pathogenesis is multifacto-
rial [3], intraocular pressure (IOP) is the only modifiable risk factor [4]. In POAG, elevated
IOP is caused by increased outflow resistance in the conventional outflow pathway [5]. One
mechanism for this increased outflow resistance is increased TM contractility [6,7], which
is related to the activity of TM cells, a fibroblast-like cell type that detects IOP changes
as the mechanical stretch or distortion of the extracellular matrix (ECM), and results in
remodelling of the actin cytoskeleton [8]. Identifying a method to reduce TM contractility
by targeting the molecular or protein regulators of the system represents an option for
therapeutic development in POAG.

Elevated IOP results from cellular and molecular changes in the trabecular meshwork
(TM) driven by increased levels of transforming growth factor 3 (TGF(3), particularly TGF{32
in the aqueous humour [9-13]. TGF{32 elicits a multitude of downstream profibrotic effects,
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including altered turnover of ECM components, increased TM contractility, formation
of cross-linked actin networks (CLANS), upregulation of « smooth muscle actin (xXSMA)
and aberrant formation of actin stress fibres [6,7,9-12]. However, at the centre of the
TM contractility response is the matricellular protein connective tissue growth factor
(CTGF) [14]. CTGF expression is increased in the TM of glaucoma patients [15] and
increases TM cell contractility by driving the activation of RhoA and the formation of
actin stress fibres [14]. CTGF is also implicated in fibrosis and aberrant ECM deposition
in experimental and clinically significant fibrotic disorders [16]. CTGF alone can increase
fibrosis and ECM deposition, showing autocrine effects to amplify its own production in the
TM [17] and other disease contexts [16]. Lens-specific overexpression of CTGF in transgenic
mice elevates IOP and is associated with the modification of the TM actin cytoskeleton [14]
and TM cell contractility. Therefore, targeting CTGF represents an opportunity to reduce
the contractility response in trabecular meshwork cells.

There are many potential approaches to target CTGF as a therapeutic anti-fibrotic
strategy, including antibodies, synthetic peptides, siRNAs and CRISPR-Cas9 [18,19]. Pre-
treatment with a human anti-CTGF monoclonal antibody (FG-3109; FibroGen, Inc., San Fran-
cisco, CA, USA) blocked ECM production induced with aqueous humour from glaucoma-
tous donors in primary human TM cells isolated from glaucoma and normal subjects [20].
RNA interference (RNAi) using shRNA targeting CTGF attenuated the actin cytoskeleton
in TM cells [14]. However, siRNAs directly induce mRNA cleavage; overly efficient knock-
down could be problematic and also result in off-target effects [12]. CTGF is a necessary
protein in the TM that increases TM cell viability in response to stress [11], and a decline in
TM cellularity is seen in POAG [21]. Furthermore, siRNA efficacy is also dependent upon
the region of the mRNA to which it is complementary; the need for full complementarity
while avoiding off-target effects can make design challenging [13].

Therefore, we investigated the possibility of using microRNAs (miRNAs) [22] to target
CTGF expression as a therapeutic strategy in glaucoma. Gene silencing is induced by
miRNAs through multiple approaches, including translational repression and degradation
by deadenylation, decapping or exonuclease action upon target mRNAs [22]. The effects
of miRNA are generally not as potent as those induced by siRNAs, as the vast majority
of targets are only partially complementary and are unable to induce endonucleolytic
cleavage [22]. However, this sub-maximal response can be beneficial, as it allows miRNAs
to fine-tune rather than knock out gene expression. miRNAs are also pleiotropic; their target
sequences, the seed regions, frequently exist on multiple genes, and, similarly, a single
seed region within a gene can be targeted by multiple different miRNAs [23]. Often, these
features exist as a result of convergent evolution, with multiple genes within a pathway
often sharing the same seed regions and, therefore, miRNA regulators [24,25]. In light of
this important point, the manipulation of one or more miRNAs that regulate CTGF may
be particularly attractive, as it could concomitantly regulate its upstream inducers and/or
downstream mediators.

Several CTGF-targeting miRNAs have been discovered in different tissues and disease
contexts. These include miR: 26a-5p and 26b-5p [26,27], 133b [28,29], 30c-5p [28], 218 [30],
199a-5p [31], 145-5p [32], 205-5p [33], 143-3p [34] and members of the miR-17-92 cluster:
18a-5p, 19a-3p and 19b-3p [26,35,36]. Most of these miRNAs have been reported as being
expressed in the aqueous humour (AH) and TM [37-39], and TGFf is known to affect
the expression of some of these miRNAs [40]. In this study, we determined the effects of
TGFp2 on the expression of CTGF-targeting miRNAs in TM cells, identifying miR-18a-5p
as a consistently upregulated miRNA. We then used miR-18a-5p mimics to target CTGF
expression and identified that this treatment was sufficient to reduce TGFf3-induced TM
cell contractility. The results suggest that a therapy based upon miR-18a-5p may hold
potential for POAG treatment.
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2. Materials and Methods
2.1. Human Donor Anterior Segment Collection

Corneal rim tissue, surplus tissue from corneal transplant surgery, was collected from
St Paul’s Eye Unit, Royal Liverpool University Hospital, UK (Ethics Code: RETH000833).
All tissue was handled in accordance with the tenets of the Declaration of Helsinki. Donor
demographics are given in Supplemental Table S1.

2.2. Isolation, Culture, and Characterisation of Primary Human Trabecular Meshwork Cells

TM tissue was isolated by blunt dissection [41] and cut into 5-10 mm long segments,
and each segment was explanted into a well of a 6-well plate (Corning Inc., Coring, NY,
USA) in Dulbecco’s Modified Eagle medium (DMEM; Sigma-Aldrich, St, Louis, MO, USA)
with L-glutamine (Sigma-Aldrich), supplemented with 10% foetal calf serum (FCS; Labtech,
Heathfield, UK), 100 units/mL penicillin/100 pg/mL streptomycin (Sigma-Aldrich) and
2.5 ug/mL amphotericin B (Fungizone; Sigma-Aldrich). Samples were incubated in a 37 °C
humidified atmosphere of 95% air and 5% CO, (MCO-18AC, PHCbi, Wood Dale, IL, USA),
with a medium change every 3 or 4 days. Primary human TM cells were incubated in
low-glucose DMEM with L-glutamine (Sigma-Aldrich), supplemented with 10% foetal calf
serum, in a 37 °C humidified atmosphere of 95% air and 5% CO,. All experiments were
performed using TM cells under 7 passages.

Primary human TM characterisation (Figures S1, S2 and S6) was carried out as previ-
ously described [42,43] and in keeping with the published consensus [41].

For dexamethasone-mediated myocilin induction assessment, 50,000 primary TM cells
were seeded onto glass coverslips in a 6-well plate (Corning Inc.) in serum-free culture
medium, allowed to attach for 24 h and then treated with 100 nM dexamethasone for 24 h.
Coverslips were fixed in 10% neutral buffered formalin for 5 min, washed twice with PBS,
permeabilised in PBS/0.5% Triton X 100 for 5 min and then washed in 3 changes of PBS
for 15 min. Coverslips were blocked using PBS/5% goat serum blocking buffer for 1.5 h at
RT, washed with PBS and then incubated for 1 h at RT or overnight at 4 °C with mouse
monoclonal antibodies against myocilin (3.3 ug/mL; ab55477, Abcam, Cambridge, UK)
diluted in blocking buffer. Coverslips were washed and then incubated with AlexaFluor™
488 goat anti-mouse polyclonal antibodies (10 uL/mL; Thermo Fisher Scientific, Waltham,
MA, USA) diluted in blocking buffer for 1 h, washed, then mounted using DAPI-containing
VectaShield® Antifade Mounting Medium (Vector Laboratories, Burlingame, CA, USA) and
imaged using a Zeiss LSM800 Confocal Microscope (Carl Zeiss AG, Oberkochen, Germany).

For Western blotting analysis, 500,000 primary TM cells were seeded into 60 mm
dishes (Corning Inc.) in serum-free culture medium, allowed to attach for 24 h and
then treated or not treated with 100 nM dexamethasone in serum-free media. Cells were
maintained for 7 days, with dexamethasone being replaced every day. After 7 days, dishes
were washed with PBS and lysed by scraping in urea/sodium dodecyl sulphate (SDS)
lysis buffer consisting of 6 M urea, 10 mM Tris-HCL (pH = 6.8), 10% glycerol, 1% SDS
and 7.4 pM bromophenol blue (all Sigma-Aldrich). Then, 10% 3-mercaptoethanol (final
volume) was added to each lysate. Proteins were separated on a 10% SDS—polyacrylamide
gel electrophoresis (PAGE) gel and then transferred onto a nitrocellulose membrane using
the semi-dry Trans-Blot® Turbo™ Transfer System (Bio-Rad Laboratories, Hercules, CA,
USA) at 25 V (1.3 A) for 7 min. Membranes were blocked for 1 h at room temperature in
Odyssey® TBS-Blocking Buffer (Li-Cor Biosciences, Lincoln, NE, USA) and then probed
with mouse monoclonal antibodies against myocilin (0.33 ug/mL; ab55477, Abcam) diluted
in blocking buffer for either 1 h at room temperature or at 4 °C overnight. Membranes were
then washed in 3 changes of PBS/0.1% Tween-20 (PBS-T) for 15 min and probed for 1 h at
room temperature with IRDye® 800CW-conjugated goat anti-mouse secondary antibodies
(0.05 pg/mL; Li-Cor) diluted in blocking buffer. Membranes were washed with PBS-T as
before, and protein bands were imaged using an Odyssey® CLx 9120 Infrared Imaging
System (Li-Cor).
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2.3. In Silico miRNA Prediction and Validation

In silico analysis of miRNAs that target CTGF was performed using five independent
prediction and validation tools: TargetScan [44] (http://www.targetscan.org/vert_72/; accessed
on 24 January 2017), miRDB [45,46] (http:/ /mirdb.org/; accessed on 24 January 2017), DIANA
microT-CDS [47,48] (http:/ /diana.imis.athena-innovation.gr/DianaTools /index.php?r=microT_
CDS/index; accessed on 24 January 2017), miRANDA-mirSVR [49-51] (http:/ /www.microrna.
org/; accessed on 24 January 2017) and miRTarBase [52] (http://mirtarbase.cuhk.edu.cn/php/
index.php; accessed on 24 January 2017). TargetScan ranks miRNAs that are predicted to
target conserved 6-mer, 7-mer, or 8-mer that match known seed regions by their predicted
efficiency of targeting (weighted context ++ score, WCS); a WCS of <0 and probability of
conserved targeting (Pct) > 0.1 were used as thresholds. miRDB scores predicted miRNA-
target interactions from 0-100 based on statistical confidence; interactions with a target score (TS)
> 50 were selected. DIANA microT-CDS generates a combined prediction score (miTG score)
for each miRNA—target interaction: the higher the score, the higher the probability of targeting;
a miTG score threshold of 0.6 was applied. miRANDA-mirSVR provides a mirSVR score (SVR)
of the miRNA effect on target expression and a PhastCons score (PC) of miRNA target site
conservation; miRINAs with an SVR < —0.1 and a PC > 0.57 were selected. miRTarBase is a
database of miRNA-target interactions and displays miRNAs validated to target genes by a
range of methods, with links to the relevant literature demonstrating the validation. A review of
the literature was also conducted using PubMed (https:/ /pubmed.ncbinlm.nih.gov/; accessed
24 on January 2017) and the search terms “CTGF” and “miRNA”. A second literature review
investigated whether any candidate miRNAs are expressed in the TM or AH.

2.4. Treatment of Primary Human TM Cells with TGFB2 for miRNA Expression Measurement

Primary human TM cells in T75 flasks were grown to 70-80% confluence. Flasks
were then serum-starved for 24 h and then either treated with 5 ng/mL TGF32 (R&D
Systems, Minneapolis, MN, USA) or maintained in serum-free medium for 24 h. Cells
were then trypsinised and resuspended in RTL lysis buffer (Qiagen, Hilden, Germany) for
RNA extraction.

2.5. miRNA and mRNA RT-gPCR

Total RNA was extracted using AllPrep® DNA/RNA /miRNA Universal Kit (Qiagen)
as per the manufacturer’s specifications. RNA quality was measured by UV spectrophotom-
etry using a Nanodrop 2000 (Thermo Fisher Scientific); RNAs with a minimum 260/280 ra-
tio of 1.90 and a minimum concentration of 10 ng/uL were used. For miRNA analyses, 1 ug
of cDNA was synthesised using miScript IT RT kit (Qiagen) and miScript SYBR® Green PCR
mix with miScript universal primer (miScript primer assays, Qiagen) (Table 52) used for
quantitative PCR. SNORD61 and SNORD68 were used as reference transcripts. For mRNA
analyses, Precision™ nanoScript 2 Reverse Transcription kit (Primerdesign, Southampton,
UK) was used to generate 100 ng of cDNA, as per the manufacturer’s specifications, and
PrecisionPLUS SYBR q-PCR Master Mix (Primerdesign) was used to measure mRNA ex-
pression (Table S3). RPLP0 and GAPDH were used as reference transcripts. Quantitative
PCR was performed using a LightCycler 96 (Roche Holding AG, Basel, Switzerland). Rela-
tive fold changes were analysed using the comparative CT (AACt [53]) method using the
geometric mean of the reference transcripts.

2.6. miRNA and siRNA Transfection

Primary human TM cells were seeded at 100,000 cells per well in a 6-well plate in
serum-free medium. After 24 h, TM cells were treated with 5 ng/mL TGF32 and transfected
with 20 nM synthetic human miRNA mimic for miR-18a, 20 nM miRNA inhibitor for miR-
18a, 20 nM CTGF siRNA or a scrambled negative control (Table 1). The transfection mix was
prepared using 15 pL of HiPerfect Transfection reagent (301704, Qiagen) per transfection
and allowed to mix for 15 min before being applied to the cells. Media were removed after
24 h for RNA experiments or 72 h for protein experiments, and all wells were washed with


http://www.targetscan.org/vert_72/
http://mirdb.org/
http://diana.imis.athena-innovation.gr/DianaTools/index.php?r=microT_CDS/index
http://diana.imis.athena-innovation.gr/DianaTools/index.php?r=microT_CDS/index
http://www.microrna.org/
http://www.microrna.org/
http://mirtarbase.cuhk.edu.cn/php/index.php
http://mirtarbase.cuhk.edu.cn/php/index.php
https://pubmed.ncbi.nlm.nih.gov/

Genes 2022, 13, 1500

5o0f 14

PBS before the cells were lysed by scraping in Buffer RTL for RNA or urea/SDS lysis buffer
for protein analyses. For SDS-PAGE and Western blotting, protein samples were processed
as described for cell characterisation but using rabbit polyclonal antibodies against CTGF
(1 pg/mL; ab6992, Abcam) and rabbit monoclonal antibodies against lamin A (0.183 pug/mL;
ab108922 [EPR4068], Abcam) with IRDye® 680RD-conjugated goat anti-rabbit secondary
antibodies (0.05 ug/mL; Li-Cor). Furthermore, blots for lamin A were transferred onto a
nitrocellulose membrane by wet transfer at 100 V for 1 h.

Table 1. Sequences of miScript miR-18a mimic and inhibitor, CTGF siRNA and scrambled negative control.

Synthetic RNA Sequence Qiagen ID
hsa-miR-18a-5p mimic 5-UAAGGUGCAUCUAGUGCAGAUAG MSY0000072
hsa-miR-18a-5p inhibitor 5'-CUAUCUGCACUAGAUGCACCUUA MINO0000072

FlexiTube CTGF siRNA 5-UAUCUGAUGAUACUAACCUTT SI100029680

Proprietary; no known homology to any

. 1027280
mammalian gene

Scrambled negative control

2.7. shRNA Transduction, Selection and Experimentation

Primary human TM cells at passage 3 were plated at 100,000 cells per well in 6-well
plates and allowed to attach overnight. Cells were transduced with lentiviruses (GE
Healthcare Dharmacon, Inc., Lafayette, CO, USA) carrying shMIR-18a, shCTGF or a non-
targeting control (NTC) at a multiplicity of infection of 1, with 12 pg/mL polybrene. The
medium was replaced after 24 h, and cells were maintained in growth medium for one
week. Cells were then selected using 1 ug/mL puromycin (Gibco, Thermo Fisher Scientific)
for one week. Selected cells were then imaged using a Nikon Eclipse Ti microscope (Nikon,
Minato-ku, Tokyo, Japan) for fluorescent markers: red fluorescent protein (RFP) in NTC
and miR-18a shMimic-transduced cells and green fluorescent protein (GFP) in shCTGF-
transduced cells.

2.8. Collagen Gel Contraction Assay

Primary human TM cells were trypsinised and resuspended in culture medium in
1.2 mL of a gel mix of 10x PBS, rat tail collagen 1 (Corning Inc.), cell suspension and
NaOH (Sigma-Aldrich) for a final collagen concentration of 1.5 mg/mL and a final cell
concentration of 4 x 10° cells/mL. Then, 500 uL of each gel mix was pipetted into 2 wells
of a 24-well plate (Corning Inc.), and the gels were allowed to set for 45 min in a 37 °C
humidified incubator with 5% CO,. Once the gels were set, 500 pL of growth medium was
added, and the gels were incubated for a further 48 h. The gels were then serum-starved
for 24 h before one gel of each transduced cell type was treated with 5 ng/mL TGF{2. The
gels were then detached from the bottom of the wells using a 10 pL pipette tip and imaged
at 0, 24 and 48 h after treatment using a ChemiDoc XRS+ system (Bio-Rad Laboratories).

2.9. Statistical Analysis

Statistical analyses were performed using GraphPad software (GraphPad Software,
San Diego, CA, USA). Student’s t-test with Holm-Sidak correction for multiple compar-
isons was used to analyse miRNA qPCR data. The Friedman test with Dunn’s multiple
comparisons test was used to analyse mRNA and Western blot data.

3. Results
3.1. In Silico Identification of CTGF-Targeting miRNAs

In silico prediction and miRNA alignment tools were used to identify candidate miRNAs
with the potential to regulate CTGE. Outputs from TargetScanHuman (http:/ /www.targetscan.
org/vert_72/; accessed on 24 January 2017), miRDB (http:/ /mirdb.org/; accessed on 24 Jan-
uary 2017), miRANDA-mirSVR (http:/ /www.microrna.org/; accessed on 24 January 2017)
and DIANA-microT-CDS (http:/ /diana.imis.athena-innovation.gr/DianaTools/index.php?r=
microT_CDS/index; accessed on 24 January 2017) were compared, and candidate miRNAs were
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chosen if they reached the detection threshold in three or more of the predictive tools. In total,
18 miRNAs met these criteria (Table 2), and of these, 10 were reported to be validated according
to the miRTarBase database (http:/ /mirtarbase.cuhk.edu.cn/php/index.php; accessed on 24
January 2017).

Table 2. Glaucoma-relevant miRNAs predicted or validated to target CTGF.

miRNA TargetScan miRDB TS mﬁ‘:‘ggf" ﬁicTrgTsfgf “{,‘:g;;g;;e Literature Efxe/ ;‘;gn
miR-124-3p V\;)C; 63238 74 N/A 0.66 RA, microA
miR-1297 WPCS e 65 S o6 0.96 Not validated
miR-132-3p V‘;Cci 5258 93 S‘I’}é:: 6_;'52;29 0.68 Not validated T™ [38]
miR-133a-3p WI():ST’:’O%M 56 N/A 0.91 Not validated [54] o {:Q
miR-133b WSCST::B%M 93 o 091 RA, WB, gPCR [28,29,54] AH[37]
e S W wam - o
miR-18a-5p V\;Cci Py 86 S om0 091 RA, WB, microA [36] T™ [39]
miR-18b-5p “;)Cci 52‘5’7 86 S\I’)lé:: 6_;'70;360 091 RA, WB [55]
miR-199a-5p WPCCi oot? 63 SR 60 0.65 Not validated [31] o {Z;]]
miR-199b-5p V\I’,STS oor 63 VR D03 0.65 Not validated Tf/IHD[;ZL]
miR-19a-3p Mi,(éi 63226 No score S\lljlé:: 6(;779536 4 0.75 Other * [26] ?ﬁ BQ
miR-19b-3p V\;(éi 62227 No score S\I/,Ié:: 8(;779237 8 0.76 Other * [26,36] f?ﬁ E;]]
miR-212-3p V}’)STS 0. 20(;3 93 S\I')Ié:: 6;52;6()9 0.70 Not validated
miR-26a-5p V‘;CCE oot 57 S o085 0.95 WB, microA [27] N E’g
miR-26b-5p V‘;)Cci o3 57 VR 08 0.95 RA, WB, gPCR [26] TAﬁ {;Z]]
miR-4735-3p WPCCi 0036 86 N/A 0.89 Not validated
miR-4770 V‘;,Cci oo 76 N/A 0.83 Not validated
miR-6088 V‘ijcci 6254 72 N/A 0.62 Not validated

* miRNA effects on biological function. miRNAs in bold were selected for further study. WCS, weighted context
++ score. TS, target score. SVR, mirSVR score. PC, PhastCons score. RA, reporter assay. microA, microarray. WB,
Western blot. AH, aqueous humour. TM, trabecular meshwork.

In addjition, a review of the literature was performed using NCBI-PubMed to investi-
gate miRNAs that target CTGF and to identify whether any of the identified candidates had
been detected in the TM and/or AH. These reviews further narrowed the list of miRINAs
to investigate to eight: miR-133b, miR-18a-5p, miR-199a-5p, miR-199b-5p, miR-19a-3p,
miR-19b-3p, miR-26a-5p and miR-26b-5p.

3.2. Expression of miR-18a-5p Increases in Primary Human TM Cells after TGF 2 Treatment

The expression of the eight candidate miRNAs was measured in primary human TM
cells with and without treatment with 5 ng/mL TGFp2 for 24 h. Analyses revealed that
miR-18a-5p showed consistent upregulation in response to TGF32 in human TM cells
relative to untreated cells in all five donor cell lines (1.45 £ 0.22 fold, p = 0.0006; Figure 1).
The other miRNAs showed donor variability, and no other miRNAs displayed a consistent
response to TGF[32 across the entire cohort. However, the expression of miR-19a, miR-
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199a and miR-26a displayed a general tendency toward increased expression, while the
expression of miR-133b and miR-26b tended to decrease in response to TGF[32 treatment.
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Figure 1. miR-18a-5p expression increases in human TM cells treated with TGF{32. Fold change
in miRNA expression relative to untreated human TM cells, normalised to the geometric mean of
SNORD61 and SNORD68. Individual values for donors 1 to 5 are shown, with the mean AACt shown
as a bar. The line at y = 1 represents the level of expression in untreated cells. * p = 0.0006, n = 5,
Student’s ¢-test with Holm-Sidak correction for multiple comparisons.

3.3. miR-18a-5p Mimic Reduces TGFB2-Induced CTGF mRNA and Protein Upregulation in
Human TM Cells

Next, transient transfection with a miR-18a-5p mimic was used to determine if in-
creasing the expression of this miRNA affected CTGF expression in TGF[32-treated primary
human TM cells (Figure 2). A CTGF-targeting siRNA was used as a positive control, and a
scrambled siRNA was used as a negative control. mRNA expression was measured after
24 h, and protein expression was measured after 72 h. TGF(2 treatment resulted in a 2.9-
fold increase in CTGF expression (range: 1.9-3.7), which was almost completely inhibited
by CTGF siRNA (median 1.1, range: 0.5-2.0, p = 0.0005 vs. TGFp2-treated human TM cells;
Figure 2A). In all donors, transfection of the miR-18a mimic reduced the increase in CTGF
caused by TGF(2, although this did not reach statistical significance at a significance level
of 0.05 (median 2.2, range: 1.0-2.8, p = 0.07 vs. TGF[32-treated human TM cells).

At the protein level, there was donor-to-donor variability in the baseline level of CTGF
and also in the extent of the increase in CTGF protein expression in response to TGF[32
treatment. However, as expected, TGF(32 did increase CTGF protein abundance in all
donors (Figure 2B, Figures S3 and 57). miR-18a-5p mimic transfection decreased the CTGF
protein levels compared to TGF(32-treated cells (miRNA mimic: median 0.58 relative to
untransfected cells, range: 0.35-0.79, p = 0.03); this reduction was slightly less than the
effect of CTGF siRNA (siRNA median 0.37, range: 0.14-0.77, p = 0.03; Figure 2C).
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Figure 2. miR-18a-5p mimic and CTGF siRNA reduce CTGF expression. (A) CTGF expression was
measured by RT-qPCR, relative to untreated cells, and normalised to the geomean of RPLPO and
GAPDH. Individual values for donors 6 to 11 are shown with a bar representing the median. The line
at y = 1 represents the level of expression in untreated cells. Data were analysed by the Friedman test
with Dunn’s multiple comparisons test, n = 6. (B) Representative Western blots of CTGF and lamin A.
(C) Densitometry analysis of CTGF blots, normalised to lamin A. Individual values are shown with a
bar representing the median. The line at y = 1 represents the level of TGFB2-treated cells. Data were
analysed by Wilcoxon signed-rank test comparing median values to a hypothetical value of 1, n = 6.

3.4. Lentiviral-Driven Overexpression of miR-18a-5p Leads to Reduced Human TM Cell
Contractility in Response to TGF2

We next investigated whether induced mir-18a expression was sufficient to inhibit
TGFB2-induced TM cell contractility. Lentiviral miR-18a-5p (shMIR-18a), CTGF shRNA
(shCTGF) or a non-targeting control (NTC) was used to allow for long-term expression in
two different donors (8 and 9). Virally transduced human TM cells were selected through
antibiotic resistance, and transduction was confirmed by the expression of RFP or GFP
(Figure S4). Transduced cells were tested for their ability to respond to dexamethasone by
increasing myocilin expression to confirm that the cells retained TM characteristics after
selection (Figure S5).

NTC, shMIR-18a and shCTGF-TM cells were seeded into collagen gels and treated
with 5 ng/mL TGFB2 (Figure 3A). Images were taken at 0 h, 24 h and 48 h after TGFf32
treatment (Figure 3C), and the area of the gels was measured and compared to the area
of untreated gels at the same time point. Twenty-four hours of TGF32 treatment resulted
in the contraction of collagen gels seeded with NTC-TM cells (donor 8: 0.62-fold, donor
9: 0.65-fold relative to untreated NTC-TM; Figure 3D). In the cells induced to express
shMIR-18a, the amount of TGF(32-induced contractility was less than in the NTC controls
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(shMIR-18a donor 8: 0.81-fold and donor 9: 0.81-fold). This was also the case for the cells
expressing shCTGF (shCTGF donor 8: 0.78-fold and donor 9: 0.78-fold).

A
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Figure 3. TM cells have reduced ability to contract collagen gels when miR-18a-5p is overex-
pressed. (A) A diagram showing the method used to make collagen gels. (B) Representative diagram
showing the wells of a 24-well plate with collagen gels in them. (C) Images of collagen gels seeded
with lentiviral-transduced TM cells overexpressing miR-18a, shCTGF or a non-targeting control at 0,
24 and 48 h after TGF[32 treatment compared to untreated gels. (D) Ratio of the area of TGF(32-treated
collagen gels vs. untreated gels. Lines connect median size ratio for each group, n = 2.

At 48 h TGF[32 treatment, the collagen gels seeded with NTC-TM cells had contracted
a little more relative to untreated gels (donor 8: 0.61-fold, donor 9: 0.54-fold). Again, the
amount of TGF2 contraction was reduced in cells expressing shMIR-18a (shMIR-18a donor
8: 0.72-fold, donor 9: 0.76-fold relative to untreated gels) and in cells expressing shCTGF
(shCTGEF donor 8: 0.69-fold, donor 9: 0.68-fold). These results demonstrate that primary
human TM cell contractility can be reduced by the overexpression of miR-18a-5p.

4. Discussion

Profibrotic changes elicited by TGF{32 within the TM have been implicated in the
pathogenesis of POAG [9,11]. TGFf is a multifunctional cytokine, and global inhibition
of its signalling pathway in the TM would cause considerable deleterious effects [56,57].
CTGEF is highly expressed in the TM [58] and plays a pivotal role in the pathogenesis
of glaucoma [14,16]. Targeting CTGEF, a downstream effector protein of TGF3-induced
TM pathology, would not impact the pleiotropic effects of TGFf3 and would provide a
more targeted approach, limiting the risk of potential adverse events [57]. Herein, we
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identify the potential of miR-18a-5p as the basis of a CTGF-targeting therapy for POAG.
The development of disease-modifying therapeutics targeting TGFf3 in the TM to treat
glaucoma based on microRNA biology could offer substantial clinical benefits.

In this study, transient transfection of miR-18a-5p mimics reduced the expression of
CTGF following TGFf2 treatment in primary human TM cells, while lentiviral-mediated
expression reduced TM cell contractility in response to TGF(32, a phenotype associated
with POAG. Our interpretation of the contraction assay is limited by the small number of
biological replicates and lack of statistical analysis. However, the low variability between
donors within each group suggests that we are seeing a real effect of miR-18a-5p overex-
pression, although this experiment should be replicated with further donor cells to confirm
these results. Increased TM cell contractility modifies the structure and organisation of
the ECM, resulting in increased tissue contractility and stiffness. In POAG, decreasing
TM cell contractility would therefore decrease TM tissue contractility and stiffness [59].
Indeed, inhibition of Rho kinase is known to reduce TM cell contractility and increase
AH outflow [60]. Contraction of free-floating collagen gels is mediated, in part, by RhoA
signalling [61], and knockdown of CTGF expression in TM cells has been demonstrated
to reduce RhoA signalling [14]. While miR-18a-5p is not known to target members of the
RhoA pathway, it does target CTGF, which can activate RhoA signalling in TM cells in
an integrin-dependent manner [14]. The effectiveness of miR-18a-5p upregulation on TM
cell contractility was similar to that of sSARNA CTGF knockdown. Given that miR-18a-5p
downregulates CTGF expression in TM cells, this suggests that CTGF downregulation is the
mechanism by which miR-18a-5p inhibits TM cell contractility. Therefore, miR-18a-5p can
be used as the basis of a CTGF-targeting therapy to reduce TM cell contractility in POAG.

There may be a potential clinical benefit in targeting both ROCK and CTGF in terms
of IOP control. In CTGF-overexpressing transgenic mice, topical administration of Rho
kinase (ROCK) inhibitors lowered IOP [14] by reducing CTGF-induced TM contractility.
Netarsudil and ripasudil are ROCK inhibitors approved in the USA and Japan, respectively,
for the treatment of glaucoma. CTGF-targeting therapies could work in tandem with ROCK
inhibitors, as TGFf3, CTGF and RhoA /ROCK signalling interact with and synergise with
each other in TM cells [14,62]. As this study has shown that miR-18a-5p overexpression
reduces CTGF expression and TM cell contractility, this therapeutic strategy could work
synergistically with ROCK inhibitor therapy in glaucoma. The concept of a synergistic
treatment is particularly compelling, as targeting ROCK on its own would not necessarily
prevent TGFp-driven fibrosis in the TM. Further investigation into miR-18a-5p-based
therapies on CTGF expression and TM contractility should include ROCK inhibition.
miR-18a-5p also targets TGF-BRII [63], SMAD2 [64] and SMAD4 [64], which could also
contribute to suppressing the TGFf(} signalling pathway and now requires further study.
The role of miR-18a in ECM regulation, EMT and cell cycle and apoptosis requires further
study in cellular and in vivo models [65].

miRNA-based therapeutic CTGF targeting has broader potential in ocular and non-
ocular fibrotic diseases. Beyond the trabecular meshwork, CTGF-driven fibrosis has been
implicated in the lamina cribrosa [66] and optic nerve head astrocytes [67] in glaucoma and
is associated with surgical scarring following glaucoma filtration surgery [68,69]. CTGF
also contributes to intraocular fibrosis in diabetic retinopathy [70], age-related macular
degeneration [71] and proliferative vitreoretinopathy [72].

RNA-based therapies for glaucoma offer the potential to deliver disease-modifying
molecules targeting the molecular pathology of this blinding ocular condition [73]. In the
study described herein, miR-18a-5p was identified as a candidate therapeutic agent for
glaucoma via its ability to inhibit CTGF-associated increased TM contractility.
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