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The role of Vitamin D3 in ocular
fibrosis and its therapeutic
potential for the glaucomatous
trabecular meshwork

Alexander Morelli-Batters1†, Hannah C. Lamont1,2†,
Mirna Elghobashy1, Imran Masood1 and Lisa J. Hill 1*

1School of Biomedical Sciences, Institute of Clinical Sciences, University of Birmingham,
Birmingham, United Kingdom, 2School of Chemical Engineering, Healthcare Technologies Institute,
University of Birmingham, Birmingham, United Kingdom
Glaucoma is the leading cause of irreversible blindness globally. The most

prevalent subtype, Primary Open Angle Glaucoma (POAG), is characterized by

increased intraocular pressure (IOP), damage to the optic nerve head and

irreversible visual loss. IOP increases aqueous humor (AqH) outflow is reduced

through the trabecular meshwork (TM) and Schlemm’s canal (SC). Increased

outflow resistance is partly due to TM/SC dysregulation, including loss of

normal trabecular meshwork cell (TMC) function, following increased levels

of oxidative stress within TMC, dysregulated extracellular matrix (ECM)

deposition and remodeling alongside alterations in TMC phenotype and

apoptosis. Current widely available POAG treatments do not target the

aberrant expression of ECM in the TM directly. As a result, most drug

treatments can fail as the underlying pathological process continues

unabated. Rho-kinase inhibitors have demonstrated the benefit of restoring

TM/SC function, however there is a clear need to develop further treatment

strategies that can target the underlying cellular processes which become

dysregulated within the TMC during POAG pathogenesis. Vitamin D is

suggested to be beneficial in alleviating the symptoms of fibrosis and

inflammation in soft tissues. It has important functions in many major organ

systems, including regulation of calcium, phosphate and parathyroid hormone.

Evidence suggests that Vitamin D3 modulates ECM turnover through the

conventional TGFb-SMAD signaling, which is associated with the

development of POAG. The link between Vitamin D3, inflammation and

fibrosis within ocular tissues will be discussed and the potential roles of

Vitamin D3 in the management of POAG patients will be explored within

this review.
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Introduction

Aberrant extracellular matrix (ECM) turnover plays an

important role in the pathogenesis of Primary Open Angle

Glaucoma (POAG), the most prevalent form of glaucoma and

a leading cause of irreversible blindness globally (1). In 2020, it

was the cause of blindness in an estimated 3.6 million people

over the age of fifty across the globe (1). POAG is characterized

by a sustained increase in intraocular pressure (IOP) leading to

irreversible damage to the optic nerve head and visual loss (2).

The culprit for this dysregulation in IOP occurs in the anterior

chamber of the eye, in two tissues: the trabecular meshwork

(TM) and Schlemm’s canal (SC) (2). These two tissues mediate

AqH outflow facility through constant remodeling of ECM,

which then in turn regulates IOP (3, 4). Increased outflow

resistance is due to TM/SC dysregulation, this is due to; loss of

normal trabecular meshwork cell (TMC) function, increased

levels of intracellular oxidative stress, upregulation of ECM

protein expression and inflammatory markers, and subsequent

densification of the TM ECM (2, 5, 6). ECM remodeling within

the eye is intrinsically linked with many ocular pathologies,

either as part of their pathophysiology or as a complication of

disease; in the case of POAG, increased ECM protein expression

and deposition within the TM is a key feature of its pathogenesis

(7). However, the exact mechanisms of this pathogenesis are yet

to be fully elucidated.

The lack of understanding surrounding the pathogenesis and

the subsequent lack of effective treatments is responsible for

many complexities in the management of POAG. Due to the

limited number of agents that successfully attenuate the ECM

changes seen in the TM/SC, such as Rho-kinase inhibitors, IOP

lowering drops form the mainstay of current medical treatment

(8). However these treatments, such as latanoprost and

travoprost, do not target the underlying changes to the ECM

within the TM/SC but instead reduce AqH production or

attempt to increase outflow facility through the uveoscleral

pathways (8). As a result, the efficacy of medical treatments is

currently limited, with patients often requiring invasive surgical

interventions (8). With current optimal treatment strategies,

patients can still become blind, highlighting a clear unmet need

to develop therapeutics that restore TM/SC function (8). It is

believed that this could be achieved through targeting the

dysregulated ECM turnover that occurs within the TM of

patients with POAG. While the SC does not necessarily

become dysfunctional through excessive ECM deposition, it

has been noted in previous studies that TM and SC

dysfunction are intimately linked (9).

It is becoming increasingly apparent that naturally occurring

compounds may hold potential in targeting dysregulated ECM

remodeling and fibrosis in several different organs (10–12). One

such molecule is Vitamin D3, a critically important hormone

with antioxidant and antifibrotic properties (13). It is well
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documented that levels of Vitamin D3 in the AqH and serum

of patients with POAG can be significantly lower than that in

control populations, and it is hypothesized that this deficiency

may be responsible for ECM changes within the TM seen in the

pathogenesis of POAG (14–16). In this review we will explore

the application of Vitamin D3 as an antifibrotic agent in the

ocular environment, more specifically, the TM.
Dysregulated ECM remodeling
in POAG

It is first important to understand the pathogenesis of POAG

to appreciate the potential therapeutic target of fibrosis

attenuation. The increased resistance in the TM that

characterizes the condition has been attributed to increased

tissue stiffness, dysfunctional ECM) remodeling and

phenotypic changes, alongside widespread apoptosis of TMC

(17, 18). This decrease in cellularity reduces the ability of the TM

to adapt aqueous outflow facility in response to pressure changes

within the eye. It has been noted that this the primary site of

POAG pathogenesis occurs mainly in the juxtacanalicular (JCT)

region of the TM (17). As tight regulation of ECM remodeling in

the JCT is responsible for mediation of AqH outflow, excessive

deposition occurs as a result of dysregulated protein expression

in this region, disrupting homeostatic AqH outflow regulation

(5, 18). TMC within the JCT express predominantly a fibroblast

phenotype which is regulated through the TGFb2 and SMAD 2/

3 pathways, with overactivation causing pathological effects.

It has been suggested that a potential cause for the

dysregulation of ECM remodeling is the TMC having the

ability to undergo Type II Epithelial-Mesenchymal Transition

(EMT) (19, 20). Type II EMT is a normal part of wound healing

throughout the body, however its balance can shift in POAG,

causing pathological changes associated with fibrosis (19). In

TMC, this phenotypic transition involves a heightened

transition state, from an epithelial state to a myofibroblast

state, leading to expression of mesenchymal markers such as

fibronectin and alpha Smooth Muscle Actin (aSMA) (19, 20).

Myofibroblastic cells are commonly manifested during a fibrotic

response, and therefore development of myofibroblastic-type

TMC is thought to be responsible for the upregulation of

ECM remodeling components (21–24). Moreover, excessive

remodeling of the ECM within the TM leads to thickening of

the elastic fiber sheaths and the accumulation of plaques, which

are the most characteristic structural changes within the TM

seen in POAG (25). It is these physical changes in tissue

architecture that increase resistance to AqH outflow, and

hence, IOP. A reduction in the remodeling of the ECM seen in

POAG could therefore prevent the pathological increase in IOP,

minimalizing any effect on AqH outflow facility. The

involvement of fibrotic pathways in the pathological changes
frontiersin.org
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to the TM seen in POAG provides potential to modulate the

pathology of POAG harnessing the anti-fibrotic potential of

treatments, such as Vitamin D3.
Vitamin D3 and dysregulated ECM
remodeling in the TM

Vitamin D refers to a group of fat soluble secosteroids that

perform an endocrine function through Vitamin D receptor

(VDR) modulation (13). It has several well documented roles in

the human body, most notably calcium absorption and

regulation, influencing metabolic disease, muscle strength,

immune and inflammatory systems, while exhibiting

antioxidant properties (13, 26–29). Associations between

Vitamin D3 and fibrosis are increasingly being identified,

leading to postulation that it may have valuable potential as an

antifibrotic (30–36).

Vitamin D3 has been shown to act through ocular VDRs in

several ocular pathologies. Stimulation of the VDR in respective

tissues results in reduced inflammation in dry eye disease, age-

related macular degeneration (AMD), inhibition of retinal

neovascularization, protection of RPE cells from oxidative

damage and reduction of corneal wound scarring (37–46).

This evidence suggests that Vitamin D3 may also have the

potential to modulate the VDR in the TM in order to

attenuate excessive ECM deposition in the TM (47).

To further study the use of Vitamin D3 in POAG, it is vital to

understand the effects of VDR stimulation in the TM; most

crucially, its ability to modulate the pathways responsible for the

pathological changes that affect the TM in POAG. Since the

discovery of elevated concentrations of TGFb2 in the eyes of

POAG patients in 1994, this profibrotic messenger has been

widely considered to be the key driving factor in the pathology of

the TM seen in POAG (48, 49). It is postulated that the

upregulation of TGFb2 observed in POAG could be due to

conditions of oxidative stress (50–52). TGFb2 is a cytokine with
several isoforms that regulates differentiation, motility and

organization of myofibroblast-like cells and is necessary for the

normal regulation of TMC for homeostatic AqH outflow (47). It

plays a key role in wound healing and altering the production of

fibronectin and collagen. Dysregulation within these systems can

lead to major pathological changes, and thus it is credited as one

of the major pro-fibrotic pathways (48, 50).

Almost all cells in the body have receptors for TGFb, and
TMC are no different (23, 53, 54). Indeed, TGFb2 has been

implicated in the ECM changes seen in the TM of POAG

patients. Studies have shown that TGFb2 can increase ECM

remodeling in the TM by antagonizing the activity of matrix

metalloproteinases (MMP) through upregulating the MMP

inhibitor PAI-1, and to upregulate the expression of tissue

transglutamase (TTG) (24, 55). MMPs are responsible for the
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breakdown of ECM and TTG is a protein that can cross-link

fibronectin to increase ECM formation (24, 55). TGFb2 has also
been shown to induce oxidative stress in TM cells, a potential

explanation for increased apoptosis (51). Furthermore, TGFb
has been observed to drive the EMT process within the TM of

patients with POAG (56, 57). It has also been found that areas of

low AqH outflow facility within the TM correspond to areas of

high TGFb2 expression, and likewise TGFb2 administration in

ex vivo studies have been shown to increase IOP alongside

decreased AqH outflow (58–61). There are many additional

cytokines and genes implicated in the pathological changes to

the TM seen in POAG, including: CDKN2B-AS1 and CDKN2B

genes, IL-1, IL-6, TNF-a, VEGF and FGF (62, 63). Nevertheless,

many exert their actions through TGFb2 signaling, further

supporting the role of TGFb2 as the main driving force in the

pathogenesis of POAG (62–64). In this way, the ability of

Vitamin D3 to modulate the action of TGFb2 is vital to its

potential therapeutic value in POAG.

TGFb2 acts through several known signaling pathways to

drive cellular changes, with conventional TGFb2 cascades

referred to as the SMAD pathways (56). These contain

constituent intracellular SMAD signaling proteins associated

with regulation of corneal scarring and ocular immune

privilege (65, 66). The unconventional cascades include MAPK

and Rho GTPase pathways (67, 68). In the conventional

pathways, TGFb first binds to its cognate TGFb receptors

(TGFbRI and TGFbRII) (69). This causes a cascade of

intracellular events, culminating in phosphorylation of

cytosolic protein effectors, the SMAD-2/3 proteins (70).

Activated SMAD proteins form a complex with SMAD-4, the

SMAD carrier, by which they are transported to the nucleus (69).

Once inside the nucleus the complexes are able to recruit various

coactivators and corepressors in order to induce transcriptional

change (Figure 1A) (71). These expressional changes include

upregulation of fibronectin, aSMA and collagens (72). The

conventional SMAD-2/3 pathway has specifically has been

implicated in the development of fibrosis within other soft

tissues, with studies showing that SMAD3 negative knockout

mice are resilient to the induction of intestinal fibrosis (73).

The proposed mechanism for the interaction between

Vitamin D3 and the attenuation of fibrosis involves

modulation of the same TGFb pathways involved in the

pathogenesis of POAG, through the stimulation of the

VDR (66).

There are parallels between TGFb signaling and VDR

signaling. In the presence of Vitamin D3 the stimulation of

the VDR leads to modulation of gene expression within a cell

(74). Vitamin D3 binds with high affinity to VDR (75). This

leads the VDR to translocate to the cell nucleus, forming a

heterodimer with the retinoid X receptor (RXR) (76). The

resultant Vitamin D3 Receptor-Retinoid X Receptor

heterodimer (VDR-RXR) then binds to Vitamin D3 response

elements (VDRE) on the DNA of the cell (76) (Figure 1B). The
frontiersin.org
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heterodimer has the propensity to interact and bind with a large

number of transcription factors, allowing modulation of the

expression of many genes (77). Due to the nature of this

mechanism, it is thought that the VDRE must share the same

chromosomal domain as the genes it is to modulate (78, 79). It is

also thought that the ability for VDR signaling to impact TGFb
signaling is due to the close proximity of their cistromes; as the

chromatin binding sites for the VDR and SMAD3 are within a

nucleosome distance (66, 78, 79).

The proximity of these two pathways means that they have

the potential to interact in several ways within myofibroblast-

like cells such as the TMC to modulate phenotype. Previous

studies assessing hepatic stellate cells, another myofibroblast-like

cell type, have suggested that the VDR-RXR heterodimer is a

competitive antagonist to SMAD3 binding of chromatin at the

SMAD3 domain (66). By blocking SMAD3 binding, Vitamin

D3-mediated stimulation of the VDR prevents transcriptional

upregulation of profibrotic factors, such as fibronectin, a-SMA

and collagen (Figure 2) (66). Experimentation on hepatic stellate

cells has also offered an alternative hypothesis on the interaction

between TGFb2 and the VDR. The VDR-RXR complex is

known to bind a large number of transcription factors, leading

to the suggestion that rather than binding to the SMAD3 binding

site directly, it binds to shared transcription factors (71). This in

turn inhibits the ability of SMAD3 to induce transcriptional
Frontiers in Ophthalmology 04
change, acting to antagonize stimulation of a fibrotic response by

TGFb2 (71). It has been further reported that in skin fibroblasts

of patients with systemic sclerosis, that competitive binding of

the VDR to the SMAD3 cistrome prevented profibrotic

transcription (Figure 2) (80). Alternatively, in cardiac

fibroblasts and hepatic stellate cells the mechanism appeared

to involve inhibition of SMAD2 phosphorylation (81, 82).

Regardless of which aspects of the downstream signaling

pathways interact between these different myofibroblastic-type

cells, previous evidence shows that Vitamin D3 is able to act

through VDR mediated downstream signaling to downregulate

TGFb induced SMAD transcriptional action. It is reasonable to

suggest that Vitamin D3 could also act through the VDRs of

myofibroblastic-type TMC to modulate the conventional TGFb
pathways involved in ECM remodeling. To add weight to this

argument, polymorphisms within the VDR have been identified

(Cdx-2, Fok-1, Bsm-1 and Taq-1) as genetic risk factors for the

development of POAG, reinforcing the relationship between

Vitamin D3 and pathogenesis of POAG (83).

In light of TGFb2 being both a pathogenic driver in POAG,

and the pathway through which Vitamin D3 attenuates fibrosis,

a recent study investigated the effect of Vitamin D3 on the

conventional TGFb pathways in TMC (47). Oxidative stress was

induced in TMCs using hydrogen peroxide in order to

upregulate TGFb and SMAD3 expression (47). Subsequent
A B

FIGURE 1

(A) Representation of TGFb signaling: TGFb cytokines activate TGFb receptors, activating the SMAD2/3 pathway. This induces a transcriptional
change within the nucleus. (a) phosphorylation of SMAD2/3. (b) binding of the SMAD complex to its response element (B) Representation of
Vitamin D3 signaling: Vitamin D3 stimulates the VDR, activating a downstream signaling pathway resulting in transcriptional change within the
nucleus.
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administration of Vitamin D3 reduced ECM modelling when

compared to controls alongside down-regulation of TGFb and

SMAD3 (47). This provides encouraging evidence that Vitamin

D3 is able to modulate the TGFb pathway to attenuate ECM

remodeling in the TM. Future studies could administer TGFb
directly to TMC, rather than increasing TGFb expression

indirectly. This would enable more direct conclusions to be

drawn without confounding from other variables resulting from

hydrogen peroxide administration. Vitamin D3 was also found

by this study to reduce oxidative damage in TMC (47). This was

again attributed to Vitamin D3 reducing activation of the TGFb
pathways in the presence of oxidative stress (47). Vitamin D3

has also been shown to minimize oxidative damage in corneal

epithelial cells, retinal pigment epithelium and cone cells (37, 38,

84). In this way, Vitamin D3 may not only prevent TGFb action,

but also mechanisms of TGFb activation.

It is important to assess whether the regulation of TGFb
action and ECM deposition within the TM achieved by Vitamin

D3 can influence IOP and optic neuropathy in in vivomodels. A

recent paper showed that interference in TGFb pathways, albeit

not by Vitamin D3, translated to an increase in flow of AqH

through the TM and a reduction in IOP in rabbit models (85).

This suggests that interrupting TGFb2 signaling within the TM

does have beneficial effects on lowering IOP. By doing so, it has

also been shown that the resultant reduction in IOP has the

desired effect on the neuropathy at the heart of POAG; a study
Frontiers in Ophthalmology 05
reported that a decrease in TM fibrosis and subsequent

reductions in IOP were responsible for a reduced loss of

retinal ganglion cells in a glaucomatous rodent model (86).

Such evidence, overall, provides compelling encouragement for

the effectiveness of reducing ECM deposition within the TM

through Vitamin D3 therapy in POAG as a way to reduce IOP

and glaucomatous optic neuropathy (87).
Discussion - therapeutic value and
future research

This review has discussed the notion that Vitamin D3 has

the potential to modulate the TGFb signaling pathway

responsible for the pathological ECM remodeling that occurs

to the TM in POAG. To add weight to this hypothesis, Vitamin

D3 therapies have also been shown to potentially lower IOP and

reduce inflammatory responses in retinal ganglion cells in

rodent models regardless of its antifibrotic effect in the TM

(88, 89). This suggests that should Vitamin D3 have other

beneficial effects on cellular dysfunctionality, asides from ECM

remodeling alterations, it may still provide therapeutic benefit in

the management of POAG.

A proportion of patients with POAG require surgical

treatment regardless of treatment strategy (90). This is largely

due to patients becoming refractory to existing treatments; with
FIGURE 2

Interaction of the VDR-RXR heterodimer with aspects of the conventional TGFb SMAD signaling pathway. Vitamin D3 may interfere with
phosphorylation of SMAD2, or binding of the downstream SMAD complex with its response element.
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Vitamin D3 operating through alternative mechanisms to

existing therapies, it could pose as an additional treatment to

be undertaken prior to surgery (90). This would increase the

time before which each patient was required to undergo surgery

and hazard its risks. Vitamin D3 may also play a beneficial role

in the outcome of these surgeries themselves (90–92). An

increase in TGFb has been linked to complications of

glaucoma surgery such as corneal scarring and conjunctival

fibrosis which occur due to tissue insult; it has been shown

that modulation of TGFb action through the use of an

alternative agent greatly reduced conjunctival fibrosis (90–92).

Through modulation of the same pathways, future research may

provide evidence that Vitamin D3 can also improve

surgical outcomes.

While current research shows a promising path for Vitamin

D3 as an antifibrotic in several different soft tissues, it is

important to also note the potential limitations of Vitamin D3

as a TGFbmodulator in POAG (31, 33, 80, 81). Current research

provides evidence for the action of Vitamin D3 on conventional

TGFb pathways, however future research should assess the

possibility that SMAD independent pathways could be

upregulated to bypass the action of Vitamin D3 through

increased expression of MAPK and Rho kinases. In addition to

this, despite promising findings in rodent models, it has been

debated that Vitamin D3 levels had no significant association

with IOP in a non-glaucomatous human cohort (93) but the

potential of Vitamin D3’s benefits in glaucomatous patients

should be further explored.
Conclusion

This review has explored the association between Vitamin

D3 and ocular fibrosis pathways, with the aim of assessing its

viability as a novel therapeutic in the treatment of POAG. It

represents a promising agent in reduction of ECM deposition in

the TM through its modulation of the TGFb signaling pathway

associated with the development of a fibrotic response associated

with POAG. Vitamin D3 has been shown to antagonize

TGFb signaling and promote antifibrotic change within

myofibroblastic-type cells, akin to the TMC of patients with

POAG. Further research on the implications of reducing ECM
Frontiers in Ophthalmology 06
deposition in animal models emulating POAG is needed to draw

firm conclusions on the effectiveness of Vitamin D3 in

attenuating these changes and lowering IOP.
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Carro B, Fernández-Villabrille S, et al. Effects of calcitriol and paricalcitol on renal
fibrosis in ckd. Nephrol Dial Transplant (2021) 36(5):793–803. doi: 10.1093/ndt/
gfaa373

32. Plesa M, Gaudet M, Mogas A, Olivenstein R, Al Heialy S, Hamid Q. Action
of 1,25(Oh) 2 d 3 on human asthmatic bronchial fibroblasts: Implications for
airway remodeling in asthma. J Asthma Allergy (2020) 13:249–64. doi: 10.2147/
JAA.S261271

33. Triantos C, Kalafateli M, Aggeletopoulou I, Diamantopoulou G, Spantidea
P, Michalaki M, et al. Vitamin d-related immunomodulation in patients with liver
cirrhosis. Eur J Gastroenterol Hepatol (2020) 32(7):867–76. doi: 10.1097/
MEG.0000000000001597

34. Da J, Yang Y, Dong R, Shen Y, Zha Y. Therapeutic effect of 1,25(Oh)2-
Vitamind3 on fibrosis and angiogenesis of peritoneum induced by chlorhexidine.
BioMed Pharmacother (2020) 129:110431. doi: 10.1016/j.biopha.2020.110431

35. Zhang H, Deng W, Yang Y, Wei S, Xue L, Tao S. Pharmaceutic application
of vitamin d 3 on particle-induced fibrotic effects through induction of Nrf2 signals.
Toxicol Res (2020) 9(1):55–66. doi: 10.1093/toxres/tfaa003

36. Chou P, Chen Y, Chung T, Walzem R, Lai L, Chen S. Supplemental 25-
hydroxycholecalciferol alleviates inflammation and cardiac fibrosis in hens. Int J
Mol Sci (2020) 21(21):8379. doi: 10.3390/ijms21218379

37. Dai Y, Zhang J, Xiang J, Li Y, Wu D, Xu J. Calcitriol inhibits ros-Nlrp3-Il-1B
signaling axis via activation of Nrf2-antioxidant signaling in hyperosmotic stress
stimulated human corneal epithelial cells. Redox Biol (2019) 21(101093):101093.
doi: 10.1016/j.redox.2018.101093

38. Murugeswari P, Firoz A, Murali S, Vinekar A, Krishna L, Anandula VR,
et al. Vitamin-D3 (A-1, 25(Oh) 2d3) protects retinal pigment epithelium from
hyperoxic insults. Invest Ophthalmol Vis Sci (2022) 61(2):4. doi: 10.1167/iovs.61.2.4

39. Kizilgul M, Kan S, Ozcelik O, Beysel S, Apaydin M, Ucan B, et al. Vitamin d
replacement improves tear osmolarity in patients with vitamin d deficiency. Semin
Ophthalmol (2018) 33(5):589–94. doi: 10.1080/08820538.2017.1358752

40. Albert DM, Scheef EA, Wang S, Mehraein F, Darjatmoko SR, Sorenson CM,
et al. Calcitriol is a potent inhibitor of retinal neovascularization. Invest Ophthalmol
Vis Sci (2022) 48(5):2327–34. doi: 10.1167/iovs.06-1210

41. Zhang J, Dai Y, Yang Y, Xu J. Calcitriol alleviates hyperosmotic stress-
induced corneal epithelial cell damage via inhibiting the Nlrp3-Asc-Caspase-1-
Gsdmd pyroptosis pathway in dry eye disease. J Inflammation Res (2021) 14:2955–
62. doi: 10.2147/JIR.S310116

42. Elizondo R, Yin Z, Lu X, Watsky M. Effect of vitamin d receptor knockout
on cornea epithelium wound healing and tight junctions. Invest Ophthalmol Vis Sci
(2014) 55(8):5245–51. doi: 10.1167/iovs.13-13553

43. Jabbehdari S, YazdanpanahG,ChenE,AfsharkhamsehN,GhassemiM,Anwar
K, et al. Dose-dependent therapeutic effects of topical 1,25 oh-vitamin D3 on corneal
wound healing.Mol Biol Rep (2021) 48(5):4083–91. doi: 10.1007/s11033-021-06418-6

44. Lu X, Chen Z, Watsky M. Effects of 1,25 and 24,25 vitamin d on corneal
fibroblast vdr and vitamin d metabolizing and catabolizing enzymes. Curr Eye Res
(2021) 46(9):1271–82. doi: 10.1080/02713683.2021.1884726

45. Kaarniranta K, Pawlowska E, Szczepanska J, Jablkowska A, Błasiak J. Can
vitamin d protect against age-related macular degeneration or slow its progression?
Acta Biochim Pol (2019) 66(2):147–58. doi: 10.18388/abp.2018_2810

46. Ekinci C, Guler E, Kocyigit A, Kirik F, Ozdemir H. Effects of 1,25
dihydroxyvitamin D3 on human retinal pigment epithelial cell lines. Int
Ophthalmol (2021) 41(10):3333–40. doi: 10.1007/s10792-021-01895-x

47. Lv Y, Han X, Yao Q, Zhang K, Zheng L, Hong W, et al. 1a,25-
dihydroxyvitamin D3 attenuates oxidative stress-induced damage in human
trabecular meshwork cells by inhibiting tgfB-Smad3-Vdr pathway. Biochem
Biophys Res Commun (2019) 516(1):75–81. doi: 10.1016/j.bbrc.2019.06.027

48. Tripathi R, Li J, Chan W, Tripathi B. Aqueous humor in glaucomatous eyes
contains an increased level of tgf-beta 2. Exp Eye Res (1994) 59(6):723–28.
doi: 10.1006/exer.1994.1158

49. Guo T, Guo L, Fan Y, Fang L, Wei J, Tan Y, et al. Aqueous humor levels of
TgfB2 and Sfrp1 in different types of glaucoma. BMC Ophthalmol (2019) 19(1):1–9.
doi: 10.1186/s12886-019-1183-1

50. McDonnell F, O'Brien C, Wallace D. The role of epigenetics in the fibrotic
processes associated with glaucoma. J Ophthalmol (2014) 2014:750459.
doi: 10.1155/2014/750459

51. Chen H, Chou H, Ho Y, Chang S, Liao E, Wei Y, et al. Characterization of
tgf-B by induced oxidative stress in human trabecular meshwork cells. Antioxidants
(2021) 10(1):107. doi: 10.3390/antiox10010107
frontiersin.org

https://doi.org/10.1172/JCI31030
https://doi.org/10.2147/OPTH.S32933
https://doi.org/10.1016/0014-4835(92)90151-h
https://doi.org/10.1016/0014-4835(92)90151-h
https://doi.org/10.1016/j.phymed.2018.03.034
https://doi.org/10.1016/j.phymed.2018.03.034
https://doi.org/10.1021/acs.jafc.8b00099
https://doi.org/10.1111/bph.14333
https://doi.org/10.1016/B978-012252687-9/50005-X
https://doi.org/10.1016/B978-012252687-9/50005-X
https://doi.org/10.1136/bjophthalmol-2020-316331
https://doi.org/10.1136/bjophthalmol-2020-316331
https://doi.org/10.1016/j.jfo.2019.01.002
https://doi.org/10.1016/j.exer.2008.11.025
https://doi.org/10.1016/j.exer.2008.11.025
https://doi.org/10.1016/j.exer.2009.02.007
https://doi.org/10.1016/j.exer.2009.02.007
https://doi.org/10.1038/s41598-019-49482-6
https://doi.org/10.3390/cells10123448
https://doi.org/10.1186/s12931-019-1058-2
https://doi.org/10.1038/s41598-021-86591-7
https://doi.org/10.1074/jbc.RA118.003298
https://doi.org/10.2337/diacare.28.12.2926
https://doi.org/10.2337/diacare.28.12.2926
https://doi.org/10.1210/jc.2009-1797
https://doi.org/10.1210/jc.2008-1284
https://doi.org/10.4049/jimmunol.181.10.7115
https://doi.org/10.4049/jimmunol.181.10.7115
https://doi.org/10.1017/S0007114520003232
https://doi.org/10.1093/ndt/gfaa373
https://doi.org/10.1093/ndt/gfaa373
https://doi.org/10.2147/JAA.S261271
https://doi.org/10.2147/JAA.S261271
https://doi.org/10.1097/MEG.0000000000001597
https://doi.org/10.1097/MEG.0000000000001597
https://doi.org/10.1016/j.biopha.2020.110431
https://doi.org/10.1093/toxres/tfaa003
https://doi.org/10.3390/ijms21218379
https://doi.org/10.1016/j.redox.2018.101093
https://doi.org/10.1167/iovs.61.2.4
https://doi.org/10.1080/08820538.2017.1358752
https://doi.org/10.1167/iovs.06-1210
https://doi.org/10.2147/JIR.S310116
https://doi.org/10.1167/iovs.13-13553
https://doi.org/10.1007/s11033-021-06418-6
https://doi.org/10.1080/02713683.2021.1884726
https://doi.org/10.18388/abp.2018_2810
https://doi.org/10.1007/s10792-021-01895-x
https://doi.org/10.1016/j.bbrc.2019.06.027
https://doi.org/10.1006/exer.1994.1158
https://doi.org/10.1186/s12886-019-1183-1
https://doi.org/10.1155/2014/750459
https://doi.org/10.3390/antiox10010107
https://doi.org/10.3389/fopht.2022.897118
https://www.frontiersin.org/journals/ophthalmology
https://www.frontiersin.org


Morelli-Batters et al. 10.3389/fopht.2022.897118
52. Lv Y, Zhang Z, Xing X, Liu A. Lncrna TgfB2-As1 promotes ecm production
Via tgf-B2 in human trabecular meshwork cells. Biochem Biophys Res Commun
(2020) 527(4):881–88. doi: 10.1016/j.bbrc.2020.05.003

53. Yemanyi F, Vranka J, Raghunathan VK. Glucocorticoid-induced cell-
derived matrix modulates transforming growth factor B2 signaling in human
trabecular meshwork cells. Sci Rep (2020) 10(1):1–18. doi: 10.1038/s41598-020-
72779-w

54. Sharma TP, Curry S, McDowell CM. Effects of toll-like receptor 4 inhibition
on transforming growth factor-B2 signaling in the human trabecular meshwork. J
Ocul Pharmacol Ther (2020) 36(3):170–78. doi: 10.1089/jop.2019.0076

55. Fuchshofer R, Welge-Lussen U, Lütjen-Drecoll E. The effect of tgf-Beta2 on
human trabecular meshwork extracellular proteolytic system. Exp Eye Res (2003)
77(6):757–65. doi: 10.1016/s0014-4835(03)00220-3

56. Taylor M, Parvani J, Schiemann W. The pathophysiology of epithelial-
mesenchymal transition induced by transforming growth factor-beta in normal
and malignant mammary epithelial cells. J Mammary Gland Biol Neoplasia (2010)
15(2):169–90. doi: 10.1007/s10911-010-9181-1

57. Thannickal V, Lee D, White E, Cui Z, Larios J, Chacon R, et al.
Myofibroblast differentiation by transforming growth factor-Beta1 is dependent
on cell adhesion and integrin signaling via focal adhesion kinase. J Biol Chem
(2003) 278(14):12384–89. doi: 10.1074/jbc.M208544200

58. Saraswathy S, Bogarin T, Barron E, Francis B, Tan J, Weinreb R, et al.
Segmental differences found in aqueous angiographic-determined high - and low-
flow regions of human trabecular meshwork. Exp Eye Res (2020) 196:108064 .
doi: 10.1016/j.exer.2020.108064

59. Bhattacharya SK, Gabelt BAT, Ruiz J, Picciani R, Kaufman PL. Cochlin
expression in anterior segment organ culture models after TgfB2 treatment.
Investig Ophthalmol Vis Sci (2022) 50(2):551–9. doi: 10.1167/iovs.08-2632

60. Fleenor D, Shepard A, Hellberg P, Jacobson N, Pang I, Clark A. Tgfbeta2-
induced changes in human trabecular meshwork: Implications for intraocular
pressure. Invest Ophthalmol Vis Sci (2006) 47(1):226–34. doi: 10.1167/iovs.05-1060

61. Gottanka J, Chan D, Eichhorn M, Lütjen-Drecoll E, Ethier C. Effects of tgf-
Beta2 in perfused human eyes. Invest Ophthalmol Vis Sci (2004) 45(1):153–58.
doi: 10.1167/iovs.03-0796

62. Taurone S, Ripandelli G, Pacella E, Bianchi E, Plateroti A, De Vito S, et al.
Potential regulatory molecules in the human trabecular meshwork of patients with
glaucoma: Immunohistochemical profile of a number of inflammatory cytokines.
Mol Med Rep (2015) 11(2):1384–90. doi: 10.3892/mmr.2014.2772

63. Rathi S, Danford I, Gudiseva H, Verkuil L, Pistilli M, Vishwakarma S, et al.
Molecular genetics and functional analysis implicate Cdkn2bas1-Cdkn2b involvement
in poag pathogenesis. Cells (2020) 9(9):1934. doi: 10.3390/cells9091934

64. Pouw A, Greiner M, Coussa R, Jiao C, Han I, Skeie J, et al. Cell-matrix
interactions in the eye: From cornea to choroid. Cells (2021) 10(3):687.
doi: 10.3390/cells10030687

65. Sakamoto T, Ueno H, Sonoda K, Hisatomi T, Shimizu K, Ohashi H, et al.
Blockade of tgf-beta by in vivo gene transfer of a soluble tgf-beta type ii receptor in
the muscle inhibits corneal opacification, edema and angiogenesis. Gene Ther
(2000) 7(22):1915–24. doi: 10.1038/sj.gt.3301320

66. Ding N, Yu R, Subramaniam N, Sherman M, Wilson C, Rao R, et al. A
vitamin d Receptor/Smad genomic circuit gates hepatic fibrotic response. Cell
(2013) 153(3):601–13. doi: 10.1016/j.cell.2013.03.028

67. Bazan H, Varner L. A mitogen-activated protein kinase (Map-kinase)
cascade is stimulated by platelet activating factor (Paf) in corneal epithelium.
Curr Eye Res (1997) 16(4):372–79. doi: 10.1076/ceyr.16.4.372.10699

68. Li D, Luo L, Chen Z, Kim H, Song X, Pflugfelder S. Jnk and erk map kinases
mediate induction of il-1beta, tnf-alpha and il-8 following hyperosmolar stress in
human limbal epithelial cells. Exp Eye Res (2006) 82(4):588–96. doi: 10.1016/
j.exer.2005.08.019

69. Tandon A, Tovey J, Sharma A, Gupta R, Mohan R. Role of transforming
growth factor beta in corneal function, biology and pathology. Curr Mol Med
(2010) 10(6):565–78. doi: 10.2174/1566524011009060565

70. Miyazono K, Kamiya Y, Morikawa M. Bone morphogenetic protein receptors
and signal transduction. J Biochem (2010) 147(1):723–28. doi: 10.1093/jb/mvp148

71. Yanagisawa J, Yanagi Y, Masuhiro Y, Suzawa M,Watanabe M, Kashiwagi K,
et al. Convergence of transforming growth factor-B and vitamin d signaling
pathways on smad transcriptional coactivators. Am Assoc Adv Sci (1999) 283
(5406):1317–21. doi: 10.1126/science.283.5406.1317

72. Ranganathan P, Agrawal A, Bhushan R, Chavalmane A, Kalathur R,
Takahashi T, et al. Expression profiling of genes regulated by tgf-beta:
Differential regulation in normal and tumour cells. BMC Genom (2007) 8:98.
doi: 10.1186/1471-2164-8-98

73. Zanninelli G, Vetuschi A, Sferra R, D'Angelo A, Fratticci A, Continenza M,
et al. Smad3 knock-out mice as a useful model to study intestinal fibrogenesis.
World J Gastroenterol (2006) 12(8):1211–18. doi: 10.3748/wjg.v12.i8.1211
Frontiers in Ophthalmology 08
74. Pike J, Meyer M, Watanuki M, Kim S, Zella L, Fretz J, et al. Perspectives on
mechanisms of gene regulation by 1,25-dihydroxyvitamin D3 and its receptor.
J Steroid Biochem Mol Biol (2007) 103(3-5):389–95. doi: 10.1016/
j.jsbmb.2006.12.050

75. Molnár F, Peräkylä M, Carlberg C. Vitamin d receptor agonists specifically
modulate the volume of the ligand-binding pocket. J Biochem (2006) 281
(15):10516–26. doi: 10.1074/jbc.M513609200

76. Carlberg C, Bendik I, Wyss A, Meier E, Sturzenbecker LJ, Grippo JF, et al.
Two nuclear signalling pathways for vitamin d. Nat (2021) 361(6413):657–60.
doi: 10.1038/361657a0

77. MacDonald P, Baudino T, Tokumaru H, Dowd D, Zhang C. Vitamin d
receptor and nuclear receptor coactivators: Crucial interactions in vitamin d-
mediated transcription. Steroids (2001) 66(3-5):171–76. doi: 10.1016/s0039-128x
(00)00200-2

78. Matilainen M, Malinen M, Saavalainen K, Carlberg C. Regulation of
multiple insulin-like growth factor binding protein genes by 1a,25-
dihydroxyvitamin D3. Nucleic Acids Res (2021) 33(17):5521–32. doi: 10.1093/
nar/gki872

79. Carlberg C, Campbell M. Vitamin d receptor signaling mechanisms:
Integrated actions of a well-defined transcription factor. Steroids (2013) 78(2).
doi: 10.1016/j.steroids.2012.10.019

80. Zerr P, Vollath S, Palumbo-Zerr K, Tomcik M, Huang J, Distler A, et al.
Vitamin d receptor regulates tgf-B signalling in systemic sclerosis. annals of
the rheumatic diseases 2015. 74(3):e20. doi: 10.1136/annrheumdis-2013-
204378

81. Meredith A, Boroomand S, Carthy J, Luo Z, McManus B. 1,25
dihydroxyvitamin D3 inhibits TgfB1-mediated primary human cardiac
myofibroblast activation. PloS One (2015) 10(6):e0128655. doi: 10.1371/
journal.pone.0128655

82. Beilfuss A, Sowa J-P, Sydor S, Beste M, Bechmann LP, Schlattjan M, et al.
Vitamin d counteracts fibrogenic tgf-B signalling in human hepatic stellate cells
both receptor-dependently and independently. Gut (2015) 64(5):791–9.
doi: 10.1136/gutjnl-2014-307024

83. Lv Y, Yao Q, Ma W, Liu H, Ji J, Li X. Associations of vitamin d deficiency
and vitamin d receptor (Cdx-2, fok I, bsm I and taq I) polymorphisms with the risk
of primary open-angle glaucoma. BMC Ophthalmol (2016) 16(1):1–7. doi: 10.1186/
s12886-016-0289-y

84. Tohari A, Zhou X, Shu X. Protection against oxidative stress by vitamin d in
cone cells. Cell Biochem Funct (2016) 34(2):82–96. doi: 10.1002/cbf.3167

85. Fujimoto T, Inoue-Mochita M, Iraha S, Tanihara H, Inoue T.
Suberoylanilide hydroxamic acid (Saha) inhibits transforming growth factor-beta
2-induced increases in aqueous humor outflow resistance. J Biol Chem (2021) 297
(3):101070. doi: 10.1016/j.jbc.2021.101070

86. Hill L, Mead B, Blanch R, Ahmed Z, De Cogan F, Morgan-Warren P, et al.
Decorin reduces intraocular pressure and retinal ganglion cell loss in rodents
through fibrolysis of the scarred trabecular meshwork. Invest Ophthalmol Vis Sci
(2015) 56(6):3743–57. doi: 10.1167/iovs.14-15622

87. Tellios N, Belrose J, Tokarewicz A, Hutnik C, Liu H, Leask A, et al. Tgf-B
induces phosphorylation of phosphatase and tensin homolog: Implications for
fibrosis of the trabecular meshwork tissue in glaucoma. Sci Rep (2017) 7(1):812.
doi: 10.1038/s41598-017-00845-x

88. Kutuzova G, Gabelt B, Kiland J, Hennes-Beann E, Kaufman P, DeLuca H.
1a,25-dihydroxyvitamin D(3) and its analog, 2-Methylene-19-nor-(20s)-1a,25-
Dihydroxyvitamin D(3) (2md), suppress intraocular pressure in non-human
primates. Arch Biochem Biophys (2012) 518(1):53–60. doi: 10.1016/
j.abb.2011.10.022

89. Lazzara F, Amato R, Platania CBM, Conti F, Chou T-H, Porciatti V, et al.
1a,25-dihydroxyvitamin D3 protects retinal ganglion cells in glaucomatous mice. J
Neuroinflamm (2021) 18(1):1–19. doi: 10.1186/s12974-021-02263-3

90. Yu-Wai-Man C, Khaw PT. Developing novel anti-fibrotic therapeutics to
modulate post-surgical wound healing in glaucoma: Big potential for small
molecules. Expert Rev Opthalmol (2015) 10(1):65–76. doi: 10.1586/
17469899.2015.983475

91. Khaw PT, Bouremel Y, Brocchini S, Henein C. The control of conjunctival
fibrosis as a paradigm for the prevention of ocular fibrosis-related blindness.
“Fibrosis has many friends”. Eye (2020) 34(12):2163–74. doi: 10.1038/s41433-020-
1031-9

92. Anumanthan G, Wilson P, Tripathi R, Hesemann N, Mohan R. Blockade of
Kca3.1: A novel target to treat tgf-B1 induced conjunctival fibrosis. Exp Eye Res
(2018) 167:140–44. doi: 10.1016/j.exer.2017.12.003

93. Krefting E, Jorde R, Christoffersen T, Grimnes G. Vitamin d and intraocular
pressure–results from a case-control and an intervention study. Acta Ophthalmol
(2014) 92(4):345–49. doi: 10.1111/aos.12125
frontiersin.org

https://doi.org/10.1016/j.bbrc.2020.05.003
https://doi.org/10.1038/s41598-020-72779-w
https://doi.org/10.1038/s41598-020-72779-w
https://doi.org/10.1089/jop.2019.0076
https://doi.org/10.1016/s0014-4835(03)00220-3
https://doi.org/10.1007/s10911-010-9181-1
https://doi.org/10.1074/jbc.M208544200
https://doi.org/10.1016/j.exer.2020.108064
https://doi.org/10.1167/iovs.08-2632
https://doi.org/10.1167/iovs.05-1060
https://doi.org/10.1167/iovs.03-0796
https://doi.org/10.3892/mmr.2014.2772
https://doi.org/10.3390/cells9091934
https://doi.org/10.3390/cells10030687
https://doi.org/10.1038/sj.gt.3301320
https://doi.org/10.1016/j.cell.2013.03.028
https://doi.org/10.1076/ceyr.16.4.372.10699
https://doi.org/10.1016/j.exer.2005.08.019
https://doi.org/10.1016/j.exer.2005.08.019
https://doi.org/10.2174/1566524011009060565
https://doi.org/10.1093/jb/mvp148
https://doi.org/10.1126/science.283.5406.1317
https://doi.org/10.1186/1471-2164-8-98
https://doi.org/10.3748/wjg.v12.i8.1211
https://doi.org/10.1016/j.jsbmb.2006.12.050
https://doi.org/10.1016/j.jsbmb.2006.12.050
https://doi.org/10.1074/jbc.M513609200
https://doi.org/10.1038/361657a0
https://doi.org/10.1016/s0039-128x(00)00200-2
https://doi.org/10.1016/s0039-128x(00)00200-2
https://doi.org/10.1093/nar/gki872
https://doi.org/10.1093/nar/gki872
https://doi.org/10.1016/j.steroids.2012.10.019
https://doi.org/10.1136/annrheumdis-2013-204378
https://doi.org/10.1136/annrheumdis-2013-204378
https://doi.org/10.1371/journal.pone.0128655
https://doi.org/10.1371/journal.pone.0128655
https://doi.org/10.1136/gutjnl-2014-307024
https://doi.org/10.1186/s12886-016-0289-y
https://doi.org/10.1186/s12886-016-0289-y
https://doi.org/10.1002/cbf.3167
https://doi.org/10.1016/j.jbc.2021.101070
https://doi.org/10.1167/iovs.14-15622
https://doi.org/10.1038/s41598-017-00845-x
https://doi.org/10.1016/j.abb.2011.10.022
https://doi.org/10.1016/j.abb.2011.10.022
https://doi.org/10.1186/s12974-021-02263-3
https://doi.org/10.1586/17469899.2015.983475
https://doi.org/10.1586/17469899.2015.983475
https://doi.org/10.1038/s41433-020-1031-9
https://doi.org/10.1038/s41433-020-1031-9
https://doi.org/10.1016/j.exer.2017.12.003
https://doi.org/10.1111/aos.12125
https://doi.org/10.3389/fopht.2022.897118
https://www.frontiersin.org/journals/ophthalmology
https://www.frontiersin.org

	The role of Vitamin D3 in ocular fibrosis and its therapeutic potential for the glaucomatous trabecular meshwork
	Introduction
	Dysregulated ECM remodeling in POAG
	Vitamin D3 and dysregulated ECM remodeling in the TM
	Discussion - therapeutic value and future research
	Conclusion
	Author contributions
	Funding
	Acknowledgment
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


