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Abstract: Over the last three decades, there has been special interest in developing drugs that mimic
the characteristics of natural tears for use it in the treatment of several ocular surface disorders.
Interestingly, the composition of blood plasma is very similar to tears. Therefore, different blood-
derived products like autologous serum (AS) and plasma rich in growth factors (PRGF) have been
developed for the treatment of diverse ocular pathologies. However, scarce studies have been carried
out to analyze the differences between both types of blood-derived products. In the present study,
blood from three healthy donors was drawn and processed to obtain AS and PRGF eye drops. Then,
human corneal stromal keratocytes (HK) were treated with PRGF or undiluted AS. Proteomic analysis
was carried out to analyze and characterize the differential protein profiles between PRGF and AS,
and the differentially expressed proteins in HK cells after PRGF and AS treatment. The results
obtained in the present study show that undiluted AS induces the activation of different pathways
related to an inflammatory, angiogenic, oxidative stress and scarring response in HK cells regarding
PRGF. These results suggest that PRGF could be a better alternative than AS for the treatment of
ocular surface disorders.

Keywords: platelet-rich plasma; PRP; plasma rich in growth factors; PRGF; autologous serum; AS;
proteomic; keratocytes; cornea; ocular surface

1. Introduction

The increase in life expectancy across the last few decades is associated with the
higher incidence of age-related diseases, including those pathologies affecting all tissues
composing the eye from the ocular surface to the eye fundus.

Artificial tears are commonly used for the topical treatment of several ocular surface
disorders. However, the physico-chemical properties of natural tears are by far more
complex than artificial tears including pH, osmolarity and their complex composition
of water, lipids, proteins or salts among other components [1]. Several other treatments,
like anti-inflammatory substances (corticoids or cyclosporine or secretagogues), have
shown an improvement in symptoms, but it has been demonstrated that their use could
induce side effects, such as ocular burning or increased ocular pressure [2—4]. New and
interesting regenerative therapies like amniotic membrane transplantation (AMT) and
recombinant growth factors have been used for the treatment of several ocular surface
pathologies in the ophthalmology field [5]. However, the use of these treatments presents
some limitations, such as the uncertain results, the elevated manufacturing costs, and
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the risk of disease transmission in the case of AMT, making it necessary to explore other
therapeutic approaches for ocular surface tissue regeneration [6-8].

Over the last thirty years, there has been a special interest in developing drugs that
mimic the characteristics of natural tears such as the regenerative, lubrication, antimicrobial
and anti-inflammatory properties. Interestingly, the composition of blood plasma is very
similar to tears in terms of osmolarity, pH and many proteins related to tissue regenera-
tion [9-11]. In this sense, different blood-derived products like autologous serum (AS) and
platelet-rich plasma (PRP) have been developed for the treatment of diverse ocular patholo-
gies like dry eye disease, persistent epithelial defects, or corneal ulcers with satisfactory
results [12]. Nonetheless, the manufacturing protocol and, as a consequence, the composi-
tion of AS products, has been changing over time, mainly in relation to their preparation,
such as centrifugation, coagulation time or dilution. This lack of protocol standardization,
together with its high content in pro-inflammatory molecules like metalloproteinases and
hydrolases, has provided controversial AS clinical outcomes [11,13]. In order to avoid these
limitations, a protocolized and standardized technology has been developed: plasma rich
in growth factor (PRGF) eye drops. This is a PRP with specific features that include platelet
activation, avoiding leukocytes and pro-inflammatory molecules, and which contain a
higher content of growth factors than AS [14-16]. These differences have been widely
observed in several clinical studies where PRGF advantages have been shown in corneal
epithelial defects, dry eye, neurotrophic keratitis and graft versus host diseases that were
refractory to previous treatment with AS [17-19].

Furthermore, several pre-clinical studies have demonstrated the different capabilities
of AS and PRGF to induce differential biological activities in ocular surface cells. Anin vitro
study carried out by Freire et al. showed that PRGF eye drops significantly increase corneal
epithelial cell (HCE) proliferation compared to AS [20]. These results were corroborated
in a posterior study in which PRGF eye drops reduced the corneal re-epithelialization
time in an in vivo mechanical de-epithelialization model in rabbits regarding AS treat-
ment [21]. A subsequent in vitro study demonstrated that PRGF eye drops are capable of
exerting a higher anti-inflammatory effect than AS on ocular surface fibroblasts treated
with proinflammatory IL-13 and TNF«x [22]. Finally, a recent study showed that PRGF
eye drops were able to produce a significant reduction in the number of transforming
growth factor (TGF)-B1-induced myofibroblasts in comparison to AS, suggesting that
PRGF may promote corneal wound healing regeneration, reducing scar formation [15]. To
understand the pathways by which PRGF exerts its antifibrotic potential in comparison to
AS, a proteomic study was performed in HK cells differentiated to myofibroblasts, which
previously were to be treated with PRGF or AS [23]. This study shows that PRGF treatment
inactivated or reduced the activation of several proteins involved in the pathways, whereby
TGF-B1 exerts its action to induce the formation of x-actin fibers on human corneal stromal
keratocytes (HK), inducing their transformation to myofibroblasts.

It is important to mention that all of the studies described above were carried out with
20% diluted AS eye drops as they are usually used in clinical practice in order to reduce the
concentration of TGF-f31 to prevent its potentially harmful effect [12,13]. However, recent
groups and studies advocate the use of 100% AS, increasing the concentration of other
beneficial factors involved in ocular wound healing like epidermal growth factor (EGF) or
fibronectin to achieve better clinical outcomes [24,25].

The purpose of the present study has been to characterize and quantify the protein
composition of 100% PRGF in comparison to 100% AS. In addition, the differential protein
expression of HK cells after treatment with PRGF or AS was also determined.

2. Results
2.1. Hematological Characterization of PRGF

PRGF preparations had a mean platelet enrichment of 2.0 + 0.4-fold (431 4 133 x 103
platelets/uL) over the platelet concentration in peripheral blood (215 4- 39 x 10° platelets/ pL).
In addition, minimum levels of leucocytes (0.2 + 0.1 x 103 leucocytes/uL) were observed
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in the PRGF preparations. PRGF is classified depending on the type of PRP classification,
as is described in Table 1.

Table 1. PRGF-Endoret system (BTI Biotechnology Institute) classification.

Classification Reference PRGF-Endoret
MISHRA [26] 4 (B)
PAW [27] P2-x-Bj3
PLRA [28] P0.5 L-R-A+
DEPA [29] CCA
ISTH [30] PRP ITIA1
MARSPILL [31] M A+ RBC-P Sp1 PL2-3 Lc-P A-
Consensus Experts [32] 24-00-11

2.2. Proteomic Characterization of Blood-Derived Products

Protein samples coming from the two conditions (PRGF and AS) and obtained
from the three donors were analyzed independently for differential protein expression.
About 285 different proteins were detected in total between both types of formulations.
For the complete list of proteins in these formulations and their relative expression see
Supplementary File S1. The Venn diagram in Figure 1 summarizes the intersection of the
total proteins in both blood-derived products (PRGF and AS). In summary, the number of
proteins identified in each formulation was 266 and 268, respectively. The Venn diagram
shows that 249 proteins (87.4% of all proteins) were shared by both formulations, while
17 proteins (6.0% of the total) were only identified in the PRGF formulation, and 19 (6.6%)
were specific to the AS product. The lists of proteins shared or specific to each formulation
are included in Supplementary File S1.

PRGF AS
Gene 2 & = Gene i _—
S— Protein description - Protein description

TA2B  Integrin alpha-llb

ENOA Alpha-enclase

AGRFS Adhesion G protein-coupled receptor FS CAH1 Carbonic anhydrase 1

cazpy Voltage-dependent calcium channel MRC1 Macrophage mannose receptor 1
subunit alpha-2/delta-1 . .

cepp  GDH/GPGLendoplasmic bifunctional IL6RB  Interleukin-6 receptor subunit beta
protein TKT  Transketolase

F13A  Coagulation factor XIll A chain

ITB3  Integrin beta-3

LAMP2 glycoprotein 2

TAGL2 Transgelin-2

PAFA  Platelet-activating factor acetylhydrolase
URP2  Fermitin family homolog 3
HV307 Immunoglobulin heavy variable 3-7

RP1BL Ras-related protein Rap-1b-like protein
Heterogeneous nuclear ribonucleoprotein

RAILZ a1dike 2

ANAG  Alpha-N-acetylglucosaminidase
AGRG6 Adhesion G-protein coupled receptor G6

R4RL2 Reticulon-4 receptor-like 2

NOE1 Noelin

Lysosome-associated membrane

TYB4  Thymosin beta-4
TRFL  Lactotransferrin
MBL2  Mannose-binding protein C

249 IcosL  1COS ligand

(87.4%) Prolow-density lipoprotein receptor-
related protein 1

CNTN1 Contactin-1
POSTN Periostin

CD109 CD109 antigen

Soluble scavenger receptor cysteine-rich
domain-centaining protein SSC5D

IGF2  Insulin-like growth factor 11

HVCO5 Immunoglebulin heavy variable 3-30-5
HSP72 Heat shock-related 70 kDa protein 2
EGLN Endoglin

Lymphatic vessel endothelial hyaluronic
acid receptor 1

Figure 1. Venn diagram comparison of two blood-derived fractions and the list of proteins specific for PRGF and AS.

A GO analysis was carried out with the aim of characterizing the functional processes
these proteins are involved in. A total of 259 different GO terms were found between the
two blood-derived products (PRGF and AS). The lists of all GO terms corresponding to
each formulation can be found in Supplementary File S1. Figure 2 shows the twelve most
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abundant GO terms found between the two formulations (PRGF and AS). The first ten GO
terms shared by all formulations may be grouped into 3 main processes: (i) Cellular activity,
consisting on proteolysis, negative regulation of endopeptidase activity and cell adhesion
GO terms; (ii) Immune response combining the GO terms of innate immune response,
complement activation (classical pathway), complement activation, inflammatory response
and regulation of complement activation; and (iii) Platelet function, which comprises the
GO terms of platelet degranulation and blood coagulation. Although the percentage of
differentially expressed proteins involved in all these GOs are similar for every blood-
derived product, there are at least two processes for each, such as extracellular matrix
organization and immune response, meaning that some proteins were found in AS but not

in PRGE.

OPRGF

OAS

Proteolysis

Platelet  Innateimmune
degranulation response

Negative
regulation of
endopeptidase
activity

Complement Complement Cell adhesion Blood Inflammatory Regulation of Extracellular Immune

activation, activation coagulation response complement

classical activation
pathway

matrix response
organization

Figure 2. The ten most abundant Gene Ontology terms identified in PRGF and AS formulations, and two of the processes

that were only found in AS formulation, which were related to extracellular matrix organization and immune response.

PRGF and AS protein composition was compared by a relative quantitative proteomics
analysis. A total of 257 proteins were quantified with at least two different peptides
(Supplementary File S2), of which 13 had a p value < 0.05 and a ratio > 1.5 in either

direction. These proteins were selected for further analysis (Table 2).

Table 2. Statistically significant de-regulated proteins between AS vs. PRGF eye drops.

Protein Accession Number Gene Name Protein Description Fold Change p-Value
QI9UKS55 ZP1 Protein Z-dependent protease inhibitor 1.2 0.0001
P68871 HBB Hemoglobin subunit beta 314 0.0098
P02788 TRFL Lactotransferrin 2.8 0.0156
P03952 KLKB1 Plasma kallikrein 1.1 0.0168
P14151 LYAM1 L-selectin 1.1 0.0192
P01024 CcOo3 Complement C3 1.0 0.0193
P08603 CFAH Complement factor H 1.1 0.0253
P62328 TYB4 Thymosin beta-4 32 0.0255
P00915 CAH1 Carbonic anhydrase 1 13.2 0.0301
Q92496 FHR4 Complement factor H-related protein 4 1.7 0.0329
P08709 FA7 Coagulation factor VII 1.4 0.0428
P22105 TENX Tenascin-X 0.9 0.0474
P01860 IGHG3 Immunoglobulin heavy constant gamma 3 1.2 0.0491
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The GO analysis showed that these differentially expressed proteins could be involved
in different biological processes (Table 3). However, when IPA analysis was performed
to characterize the functional processes in which the differentially expressed proteins
are involved, no significant differences were found in any of the processes identified
(Supplementary File S3).

Table 3. Gene Ontology analysis of de-regulated proteins with statistically significant differences between AS vs. PRGFE.

GO Term GO Definition Genes Y% p-Value
0006956 Complement activation P08603, P01860, P01024 23.1 0.0017
0006508 Proteolysis P03952, P02788, P01860, P01024 30.8 0.0047
0007596 Blood coagulation P68871, P08709, QOUK55 23.1 0.0073
0006957 Complement activation, alternative pathway P08603, P01024 154 0.0093
0030449 Regulation of complement activation P08603, P01024 15.4 0.0212
0001895 Retina homeostasis P02788, P01860 15.4 0.0282
0015701 Bicarbonate transport P00915, P68871 154 0.0310
0006958 Complement activation, classical pathway P01860, P01024 15.4 0.068
0010951 Negative regulation of endopeptidase activity Q9UKS55, P01024 15.4 0.0831
0030036 Actin cytoskeleton organization P62328, P22105 154 0.0891

2.3. Proteomic Characterization of HK Cells Treated with Blood-Derived Products

Protein samples coming from HK cells treated with both conditions (PRGF and AS)
obtained from three different donors were analyzed for differential expression. A total of
3236 proteins were quantified, and 352 of them showed statistically significant differences
(Supplementary File S4). Further analyses were carried out to study these 352 differen-
tially expressed proteins in HK cells after PRGF and AS treatment. A Gene Ontology
(GO) analysis was carried out to initially characterize the functional processes that these
significantly differential expressed proteins are involved in, and a total of 166 GO terms
were significantly enriched (Supplementary File 54).

Ingenuity pathways analysis (IPA) was accomplished for further characterization of
the functional processes in which the proteins with significant differential expression were
involved. The comparison of protein expression in HK cells treated with PRGF and AS
showed that several pathways were significantly deregulated. Figure 3 summarizes the
canonical pathways that were most enriched among PRGF vs. AS differentially expressed
proteins. This analysis revealed that these canonical pathways were distributed mainly
between six relevant biological functions: (A) Inflammation; (B) EGF pathway; (C) Actin cy-
toskeleton signaling; (D) Protein synthesis, cell proliferation and motility; (E) Angiogenesis;
and (F) Oxidative stress. The IPA Z-score, which provides an estimation of the expected
activation/inhibition of these pathways based on the expression pattern of the differen-
tially regulated proteins, suggests an increased activity for these functions in AS-mediated
response in comparison to PRGF-mediated response (Supplementary File S5). Six of the
17 canonical pathways are related to signaling pathways activated by inflammatory medi-
ators such as Acute Phase Response Signaling, LPS-stimulated MAPK Signaling, CCR3
Signaling in Eosinophils, IL-6 Signaling, IL-15 Signaling and CXCR4 Signaling (Figure 3).

The significant association between the differentially expressed proteins in HK cells
after AS treatment with the inflammation-related terms is higher than with PRGF, sug-
gesting a great correlation between AS and inflammatory induction. Furthermore, the IPA
upstream regulator analysis suggests that several differentially expressed proteins after
AS treatment are related to the activation of HK cells by some inflammatory cytokines like
IEN-y (Figure 4A). In addition, the IPA disease and biofunctions analyses showed that
several proteins enriched in HK cells treated with AS in comparison to those treated with
PRGF are related to the development of a cellular immune response (Figure 4B). Finally,
when upstream regulators are related with disease and biofunctions, the IPA analysis
showed that some differentially expressed proteins after AS treatment correlate the IFN-y
activation of HK cells with the immune response of these cells (Figure 4C). All the above
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results demonstrate that AS treatment induce a significantly higher inflammatory response
in HK cells when compared to PRGF treatment.

-log (p-value)

Threshald
13

w L%,

D—'l* %]

[=]

=
]
=

Acute Phase ResponseSignaling
LPS-stimulated MAPK Signaling

o =11} 0] [T [0 15} o) Fil ] ) ] [T} v [ @
= = = = = [ = = = = = = = 1) wa
5 = = = = = = @ = = = = 2 | = 5
o c c c c c c = c c c c =] = o
£ an a0 = an an .o = .an an an .an i = ]
w wl w wr wy wl w w wl w wl a @ o
2 un w0 = = < 0 = o = = = = -
— o o = fuu) 0 -g [w]) o & = B . o
c o = =] > ksl 5 E = = b et = @ 4 o
a0 = 5 g & v = = =2 T =] T g 5
Z = o = 8 T |l==z 9
™ = [ o o
2 z = £ 3|58 =2
t z <z = a5 B
i .y o o Z
B o £ 2 T s =
o = o m 5 L8]
] = o= a | & o
o = 4 2 T
oo = =z S
- t 28 %
(& B v c
5 |5 i
O =
=
=)
2
o
Inflammation EGF pathway Actin Protein Angiogenesis [Oxidative stress)
cytoskeleton | synthesis, cell
signalling proliferation
and motility

Figure 3. Canonical pathway analysis of the differentially expressed proteins in HK cells after treatment with PRGF or AS.
The most significantly enriched canonical pathways (—log p values in the y axis) are displayed. The results are clustered in
functionally related groups of processes: Inflammation; EGF pathway; Actin cytoskeleton signaling; Protein synthesis, cell
proliferation and motility; Angiogenesis; and Oxidative stress.

Three additional canonical pathways (Neuregulin Signaling, ErbB4 Signaling, and
ErbB Signaling) are related to EGF response (Figure 3). The EGF pathway activation seems
to be more highly correlated to AS treatment than to PRGF.

Two additional canonical pathways, like signaling by Rho Family GTPases and RhoA
Signaling, related to actin cytoskeleton signaling, were significantly more activated in
HK cells treated with AS compared to PRGF (see Figure 3, Supplementary Figure S1
and Figure 5A). Furthermore, the IPA upstream regulator analysis revealed that some
differentially expressed proteins with a significant difference between AS and PRGF treat-
ment were related to TGF-31 activation (Supplementary Figure 52). In addition, the IPA
downstream analyses showed that many of these differentially expressed proteins in HK
cells treated with AS were related to the activation of the organization of cytoskeleton
(Supplementary Figure S3). Finally, a combination of upstream and downstream pathways
showed that some differentially expressed proteins after AS treatment correlate the possible
activation of HK cells with TGF-1 and the activation of the organization of the cytoskele-
ton (Figure 5B). The significant association between the differentially expressed proteins in
HK cells after AS treatment with the cytoskeleton-related terms is higher than with PRGF,
suggesting a tight correlation between AS and cytoskeletal functions.
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Figure 4. IPA analysis of differentially expressed proteins related to an immune response. (A) the IPA upstream regulators
analysis suggests that several proteins differentially expressed with AS treatment are related to the activation of HK by
IEN-y. (B) IPA downstream analysis also showed that numerous differentially expressed proteins are associated with
an immune response of HK cells treated with undiluted AS. (C) Finally, IPA upstream/downstream analysis link some

differentially expressed proteins with the activation of HK cells by IFN-y and the induction of an immune response.
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Other important processes related to wound healing, such as angiogenesis and pro-
tein synthesis, cell proliferation and motility, were also represented with two canonical
pathways, each one like Renin-Angiotensin Signaling and VEGF Family Ligand-Receptor
and Interactions mTOR signaling and p70S6K signaling, respectively (Figure 3). In both
cases, AS treatment significantly increased the number of differentially expressed proteins
in HK cells in comparison to PRGF.

Finally, two more regulatory pathways related to oxidative stress (Production of
Nitric Oxide and Reactive Oxygen Species in Macrophages and NRF2-mediated Oxidative
Stress Response) were also significantly activated in AS compared to PRGF (Figure 3 and
Supplementary Figure S4). In addition, the IPA upstream analysis revealed that some
differentially expressed proteins were related to the activation of HK cells by oxidative
stress, similar to the induction of HK cells by the addition of hydrogen peroxide (Figure 6).
These results suggest that oxidative stress is significantly increased in HK cells after AS
treatment in comparison to PRGF.
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Figure 6. IPA Comparison Analysis predicted hydrogen peroxide as a top upstream regulator for
some protein differentially expressed in HK cells after AS treatment.

3. Discussion

Over the past four decades, an increasing number of blood-derived products have
been developed to improve tissue regeneration in several ocular surface diseases. There are
several protocols and processes that have been established to produce this type of blood
derivative, obtaining different products which contain different protein compositions,
leading to a wide variety of clinical outcomes for the treatment of the same ocular surface
disorders. The first blood-derived product used for the treatment of ocular surface patholo-
gies was autologous serum (AS) diluted at 20%. However, when platelets were found
to be one of the most important sources of protein and growth factors with regenerative
properties, blood-derived products enriched in platelets were increasing their popularity
in their use for the treatment of ocular pathologies due to their higher content in growth

factors regarding AS [9].
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Apart from this, autologous serum was empirically used from the outset diluted at
20% because the concentration of several growth factors with antiproliferative and pro-
fibrotic properties like TGF-3 were observed that were 5 times higher in AS than in tears.
Since then, autologous serum eye drops were prepared at 20% dilution to prevent the
potentially harmful effect [13,33]. However, AS dilution may reduce the concentration of
several beneficial factors proven to support proliferation and migration of corneal epithelial
cells [13]. Nonetheless, in the last few years, several groups and studies have supported
the use of AS at higher concentrations of 50-100% to increase the concentration of growth
factors with regenerative potential in touch with the damaged tissue, demonstrating good
results in terms of both efficacy and safety [24,34,35].

We used sets of samples (PRGF and AS) from three donors. The first step of this study
was to conduct a characterization of blood-derived products (undiluted PRGF and AS),
which showed that PRGF contains two-fold higher platelet concentrations than platelets
contained in peripheral blood used to obtain AS. Similar results were also observed in a
comparative study between PRGF and AS, where the concentration of platelets in PRGF
samples was almost twice that of AS [15]. In addition, in the present study, we present a
proteomic analysis of the eye drops derived from PRGF in comparison with undiluted AS.
Furthermore, the comparative proteomic expression between HK cultured cells treated
with PRGF or AS was also determined.

When the proteomic analyses of the different blood-derived products were carried
out, the results showed that only 285 proteins were identified between both formulations
(PRGF and AS). Of all the proteins identified between both blood-derived formulations,
significant differences between PRGF and AS were only found in 13 of them. However,
these differences were not related to the activation of any biological pathways. These results
suggest that there would be no differences between PRGF and AS. However, in spite of the
depletion of the most abundant proteins, the large dynamic range of protein concentrations
in blood-derived products, more than 10 orders of magnitude could mask the proteins
with a lower concentration in contrast to high abundance proteins [36,37]. Therefore, an
analysis of scarce proteins using further proteomic methods to unravel the differences in
the protein composition of these two products (PRGF and AS) could be necessary.

In contrast, 3236 differentially expressed proteins were found when the proteome
obtained from HK cells treated with PRGF or AS were compared, of which 352 were
shown to have statistically significant differences. The analysis of the processes which
these proteins are involved in revealed that these processes could be summarized as having
six main biological functions: (A) Inflammation; (B) Angiogenesis; (C) Oxidative stress;
(D) EGF pathway; (E) Protein synthesis, cell proliferation and motility; and (F) Actin
cytoskeleton signaling. All these biological functions were significantly increased in HK
cells treated with AS rather than in those cells treated with PRGE.

These results suggest a close relationship between AS-treated cells and the activa-
tion of different pathways in HK cells related to an inflammatory response, which was
mainly related to Acute Phase Response Signaling, LPS-stimulated MAPK Signaling, CCR3
Signaling in Eosinophils, IL-6 Signaling, IL-15 Signaling and CXCR4 Signaling. These
results were confirmed with an IPA analyses, which showed that several proteins, dif-
ferentially expressed in a statistically significant form in HK cells treated with AS, may
be associated with a cellular activation by some inflammatory cytokines such as IFN-y,
which leads to an immune response in the HK cells (see Figure 4). All these pathways
associated with an immune response in HK cells after AS treatment could be related to the
presence of inflammatory cytokines like IL-1, IL-6, IL-15, TNF« or IFN-y in AS samples
derived from the presence of macrophages and leukocytes during the preparation of this
type of blood-derived product [38,39]. The etiopathology of several ocular diseases has
an immunological component, or is secondary to systemic inflammatory diseases such
as Sjogren’s syndrome, rheumatoid arthritis, diabetes, graft versus host disease, among
others [40—42]. Therefore, these ocular diseases should be treated with a therapy with a
low content in inflammatory cytokines, which us able to regenerate the damaged tissue,
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exerting at the same time an anti-inflammatory effect. A recent study showed that PRGF
exerts a higher anti-inflammatory effect than AS diluted at 20% in an in vitro model of
ocular surface fibroblasts treated with proinflammatory IL-13 and TNF« [22]. The present
results suggest that undiluted AS could induce a higher inflammatory response in HK cells
than PRGF eye drops.

In addition, inflammatory processes in pathologic cornea may stimulate the produc-
tion of angiogenic factors by different ocular surface cells like epithelial cells or keratocytes.
Some of these factors, such as vascular endothelial growth factor (VEGF), have been iden-
tified and isolated from the cornea [43]. The cornea is a unique avascular tissue, which
gives it the characteristics of transparency and regularity that are essential for maintaining
the optical function of the eyes. Many corneal disorders, such as infection, injury, and
autoimmune reactions, lead to corneal angiogenesis. Corneal invasion by vessels induces
its opacification, reducing patient visibility. Therefore, it is essential to reduce the possibility
of inducing an angiogenic effect from drugs used to treat ocular surface pathologies. The
present study shows that AS treatment induces a higher activation of proteins related to
Renin-Angiotensin Signaling and VEGF Family Ligand-Receptor pathways than PRGF,
suggesting that AS treatment may induce a significant higher activation of an angiogenic
response in HK cells rather than PRGF eye drops.

On the other hand, several studies have demonstrated that inflammation has a strong
association with oxidative stress [44]. Oxidative stress is characterized by the produc-
tion of reactive oxygen species (ROS), like the superoxide anions, hydrogen peroxide,
and hydroxyl radicals, which are related to cell damage inducing lipid peroxidation of
membranes, oxidative changes in proteins, and oxidative damage to DNA [45]. An inflam-
matory process could induce an increase in ROS levels due to fueled oxygen consumption
or reduced antioxidative defense in the affected tissue [46]. Several ocular disorders, like
corneal inflammation, dry eye disease, keratoconus, and Fuchs’ endothelial dystrophy,
are associated with oxidative stress [47,48]. Several antioxidant treatments have been
proposed to reduce the inflammatory reaction in several ocular diseases trying to induce
ocular tissue healing [47,49,50]. Recent studies showed that PRGF treatment reduced the
cytotoxic effects induced in retinal pigment epithelial cells exposed to an oxidative stress
environment modulating the antioxidant pathways [51,52]. The present study shows that
undiluted AS treatment induces an activation of oxidative stress pathways in HK cells
similar to induction by the addition of hydrogen peroxide. The proteins related to oxidative
stress were differentially expressed in a statistically significant form in HK cells treated
with AS in comparison to those treated with PRGEF, as is shown in Figure 6.

In addition, the present results revealed that proteins which are more abundant in
AS-treated cells were clustered into an additional canonical pathway group related to EGF
pathway activation. EGF, through binding to the EGF receptor (EGF-R), stimulates the
proliferation of corneal epithelial and endothelial cells and accelerates epithelial wound
healing [53,54]. Furthermore, EGF promotes cell motility through its receptor phospho-
rylation, leading to an actin cytoskeletal rearrangement [55]. However, in the case of
keratocytes, EGF induces cell differentiation to myofibroblasts through the stimulation of
the EGF-R signaling pathway [56]. Myofibroblasts are responsible for wound contraction
and extracellular matrix deposition and organization during injury repair. However, the
continued presence of myofibroblasts after wound healing has been found to be the primary
biological episode responsible for the development of scarring tissue [57]. Therefore, the
present results suggest that the activation of EGF pathways in HK cells after AS treatment
may promote scar tissue formation compromising corneal transparency.

Furthermore, AS-treated cells reveal a greater association with processes such as
protein synthesis, proliferation, and cellular motility, mainly related to mTOR (mammalian
target of rapamycin) signaling and p70S6K (Ribosomal protein S6 kinase beta-1) signaling.
The p70S6K is a downstream target of mTOR signaling and the mTOR is a serine/threonine
protein kinase that has been found to affect many cellular functions, including cell growth,
proliferation, and metabolism [58]. In addition, in a recent study of a rabbit alkali burn
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model, it was shown that the inhibition of the mTOR pathway promoted the autophagy
and inhibited the proliferation, invasion, and migration of corneal stromal cells, promoting
corneal wound healing [59]. Furthermore, it has been shown that mTOR signaling may
induce scarring, neovascularization, and inflammation in the cornea [60,61]. An additional
study showed that TGF-f3 activated the mTOR pathway in corneal stromal fibroblasts,
and that rapamycin (a mTOR inhibitor) inhibited corneal stromal fibroblasts proliferation
and modulated their transformation into myofibroblasts [62]. Hence, the mTOR signaling
pathway activation after undiluted AS treatment could induce a higher tissue fibrosis than
PRGF. In the same way, significant pathway activation associated with actin cytoskele-
ton signaling (Rho Family GTPases and RhoA Signaling) has been showed in HK cells
treated with undiluted AS in comparison to PRGFE. Rho family GTPases control diverse
signal transduction pathways, one of the main functions of which is to control the actin
cytoskeleton. Members of the Rho family GTPases include RhoA, -B, and -C, Rac1 and -2,
and Cdc42. RhoA regulates actin polymerization, inducing the formation of stress fibers
and the assembly of focal adhesion complex [63]. Several growth factors, like TGF-f3 and
basic fibroblast growth factor (FGF)-2, induce the activation of Rho signaling pathways;
however, TGF-f3 seems to be the main factor which activates these pathways and there-
fore is the main inductor to keratocyte differentiation to myofibroblasts, leading to the
expression of a-SMA [64,65]. In the present study, the results observed after IPA analyses
showed that a large number of proteins differentially expressed in a statistically significant
manner in HK cells treated with AS were related to the activation of the organization of
cytoskeleton similar to the stimulation of HK cells by TGF-p1, as is shown in Figure 5.
Our results come along with previous proteomic study in HK myodifferentiated cells after
TGF-p1 incubation and treatment with PRGF or 20% AS [23]. This study showed that
PRGF treatment inactivated or reduced the activation of several proteins involved in the
pathways whereby TGF-31 exerts its action to induce the formation of x-actin fibers on
HK cells, inducing their transformation to myofibroblasts. However, AS treatment was not
able to reduce TGF-f31 action in myodifferentiated HK cells. According to this, previous
studies have also demonstrated that PRGF exerts an anti-fibrotic effect by reducing the
transformation of TGF-31-treated stromal fibroblasts to myofibroblasts [66], minimizing
scar formation while improving corneal tissue regeneration [67]. Furthermore, it has been
shown that this anti-fibrotic effect of PRGF is significantly higher than AS diluted at 20% in
HK cells differentiated to myofibroblasts by TGF-f31 [15]. The higher content of fibroblast
growth factor (FGF) in PRGF formulations rather than in AS may be a possible mechanism
by which PRGF induces less activation of the actin cytoskeleton pathways. Some studies
have demonstrated that FGF-1 and -2 promote the fibroblast phenotype and reverse the
myofibroblast phenotype [68].

The present study suggests that undiluted AS induces the activation of different
pathways in HK cells related to an inflammatory, angiogenic, oxidative stress and scarring
response in comparison to PRGF. Thus, PRGF could be a better alternative than AS for the
treatment of ocular surface disorders. However, blood-derived products are composed of a
wide variety of proteins and growth factors; hence, further studies are needed to unravel
the proteins involved in the mechanisms underlying the differentially regulated pathways
between PRGF and AS.

4. Materials and Methods
4.1. PRGF and Autologous Serum (AS) Preparations

Blood from three healthy male donors was drawn off after obtaining informed consent
into 9 mL tubes with 3.8% (w/v) sodium citrate or in serum collection tubes (Z Serum Clot
activator, Vacuette, GmbH, Kremsmdiinster, Austria) for PRGF and AS preparation respec-
tively (Figure 7). The study was performed following the principles of the Declaration of
Helsinki. Blood sample for PRGF was centrifuged at 580 x ¢ for 8 min at room temperature
in an Endoret System centrifuge (BTI Biotechnology Institute, S.L., Vitoria, Alava, Spain);
the whole plasma column was collected using Endoret ophthalmology kit (BTI Biotechnol-
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ogy Institute, S.L., Vitoria, Alava, Spain) avoiding the buffy coat collection. Platelets and
leukocytes counts were performed with a hematology analyzer (Pentra ES 60, Horiba ABX
SAS, Montpelier, France). The whole plasma was activated with 10% calcium chloride at
a rate of 20 pL per milliliter of PRGEF, and the obtained PRGF supernatants were filtered,
aliquoted and stored at —80 °C (the undiluted PRGF was termed PRGF). Blood sample
for autologous serum preparation was allowed to clot at room temperature for 40 min and
then it was centrifuged for 10 min at 1000 x g; after that, serum was collected and filtered
by 0.22 um PVDF filters, aliquoted and stored at —80 °C until use (the undiluted AS was
termed AS).

1. PRGF AND AS PREPARATION 2. HK CELL TREATMENT WITH PRGF OR AS 3. PROTEOMIC ANALYSIS
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Figure 7. The study design is shown schematically. First, the two blood derivatives, PRGF and AS, were obtained. On the one
hand, HK cells were incubated with these formulations to assess their response to each blood derived product by proteomic
techniques. On the other hand, both PRGF and AS preparations were characterized by the same proteomic techniques.

4.2. Cells

Cells involved in assays were human corneal stromal keratocytes (HK) (ScienCell
Research Laboratories, San Diego, CA, USA) that were cultured according to the manu-
facturer’s instructions. Briefly, cells were maintained in culture until confluence in Fibrob-
last medium supplemented with Fibroblast Growth Supplement (FGS), 2% fetal bovine
serum (FBS) and antibiotics (penicillin/streptomycin) (ScienCell Research Laboratories,
San Diego, CA, USA) and then were detached with animal origin-free trypsin-like enzyme
(TrypLE Select, Gibco-Invitrogen, Grand Island, NY, USA). Cell viability was assessed by
trypan blue dye exclusion.

HK cells were seeded in a 6-well plate at a density of 50,000 cells per cm” in serum-
free medium supplemented with 20% (v/v) of the different treatment samples (PRGF and
AS) obtained from the three donors (Figure 7). The HK cells were incubated with each
treatment for 24 h. Then, culture media were discarded and the wells were rinsed with PBS.
In order to obtain the proteins from cells, 400 uL of cell lysis buffer consisting of 7 M urea,
2 M thiourea, 4% CHAPS was added to each well. Samples were incubated for 30 min at
room temperature under agitation and digested following the filter-aided FASP protocol
described by Wisniewski et al. [69] with minor modifications. Trypsin was added to a
trypsin:protein ratio of 1:10, and the mixture was incubated overnight at 37 °C, dried out
in a RVC2 25 speedvac concentrator (Christ), and resuspended in 0.1% FA.

2

4.3. Proteomic Analysis

Samples were submitted to LC-MS label-free analysis using a novel hybrid trapped
ion mobility spectrometry—quadrupole time of flight mass spectrometer (timsTOF Pro
with PASEF, Bruker Daltonics, Billerica, MA, USA) coupled online to a nanoElute liquid
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chromatograph (Bruker. Sample (200 ng) was directly loaded in a 15 cm Bruker nanelute
FIFTEEN C18 analytical column (Bruker) and resolved at 400 nL/min with a 30 min
gradient. Column was heated to 50 °C using an oven.

Protein identification and quantification was carried out using MaxQuant software
using default settings [70]. Searches were carried out against a database consisting of
human protein entries (Uniprot/Swissprot), with precursor and fragment tolerances of
20ppm and 0.05 Da. Only proteins identified with at least two peptides at FDR < 1% were
considered for further analysis. Data (LFQ intensities) were loaded onto Perseus plat-
form [71] and further processed (log2 transformation, imputation) before statistical analysis
(Student’s t-test).

4.4. Functional Analysis

Gene Ontology (GO) enrichment analysis was carried out using the DAVID online tool
(http:/ /david.abcc.nciferf.gov /summary.jsp accessed 7 October 2020) [72,73]. DAVID is a
GO Term annotation and enrichment analysis tool used to highlight the most relevant GO
terms associated with a given gene list. A Fisher’s Exact test is used in order to determine
whether the proportion of genes considered into certain GO term or categories differ
significantly between the dataset and the background. Biological Process (BP), Molecular
Function (MF) and Cellular Component (CC) categories were assessed, and only GO Terms
enriched with a p value < 0.05 were considered for comparison and discussion.

Ingenuity Pathway Analysis (IPA, QIAGEN Redwood City, www.qgiagen.com/ingenuity
accessed on 7 October 2020) was used for the functional analysis of the proteins identified.
The calculated p-values determine the probability that the association between proteins
in the dataset and a given canonical pathway, functional network or upstream regulator
is explained by chance alone, based on a Fisher’s exact test (p value < 0.05 considered as
significant). Activation z-score represents the bias in gene regulation that predicts whether
the upstream regulator exists in an activated (positive values) or inactivated (negative
values) state, based on a knowledge of the relationship between the effectors and their
target molecules.

5. Conclusions

Although further studies are needed to find the possible proteomic differences between
PRGF and AS due to the large dynamic range of protein concentrations in these types of
blood-derived products, the present study showed that PRGF and AS induce a significantly
difference response in HK cells. Undiluted AS induces the activation of different pathways
in HK cells related to an inflammatory, angiogenic, oxidative stress and scarring response
in comparison to PRGF. These results suggest that PRGF could be a better alternative to AS
for the treatment of ocular surface disorders.
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