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ABSTRACT

Aim. In an in vivo experiment, to study the effect of local intraoperative application of 0.05% cyclosporin A solution
on the conjunctival and scleral regeneration after surgery on the rabbit eyes with steroid-induced glaucoma.

Materials and methods. At the first stage of the experiment, a model of steroid-induced glaucoma was reproduced
for 29 male Californian rabbits by injecting 0.5 ml of a 0.4% solution of dexamethasone subconjunctivally in both
eyes once a week for 3 months (12 subconjunctival injections for each rabbit). At the second stage of the experi-
ment, after the development of steroid-induced glaucoma, the rabbits were divided into the main group, consisting
of the subgroup “a” (n = 8) and the subgroup “b” (n = 8), and the comparison group (» = 8). In all animals, a pene-
trating incision of the conjunctiva and a non-penetrating incision of the sclera of one of the eyes were performed.s.
A hemostatic sponge impregnated with 0.05% cyclosporin A solution was applied to the intervention area in the

main group, in the subgroup “a” — for 3 minutes, in the subgroup “b” — for 6 minutes. In the comparison group, the
cytostatic was not used.

Results. The use of 0.05% cyclosporin A solution led to a decrease in the infiltration of fibroblasts and inflamma-
tory cells in the area of surgical injury. On the 4th day after the surgery, cell density in the intervention area in the
subgroup “a” with 3-minute application of cytostatic — antimetabolite solution was 2.7 times lower (p = 0.043) than
in the comparison group, while exceeding the values in the subgroup “b” by 3.2 times (p = 0.036). The number of
fibroblasts in the subgroups “a” and “b” was 3.6 (p = 0.043) and 12.8 times (p = 0.031) less than in the comparison
group, and a shift in the cellular composition of the infiltrate towards the fibroblastic population occurred only on
the 14th day after the surgery.

Conclusion. Intraoperative application of 0.05% cyclosporin A solution significantly slows down the course of

regeneration, reducing infiltrative inflammation in the intervention area, which prevents excessive scarring.

Key words: antiglaucoma surgery, scarring of the outflow pathways of the intraocular fluid, antimetabolites, cyc-
losporine A.
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PE3IOME

Hens. B sxcnepumenTe in vivo U3y4nTh BIUSHIE MECTHOH HHTpaoneparuonHoi anmukarun 0,05%-ro pactBopa
(p-pa) IMKJIOCTIOpHHA A Ha pPereHeparuio KOHBIOHKTUBEI M CKJIEPHI ITOCIIE OIEePaIiy Ha IJ1a3aX KPOJIUKOB CO CTe-
POUIHOM TTTayKOMO.

Marepuaibl u MeToabl. Ha I stane skcriepumenTa 29 caMiiaM KpoJHKOB Kaar(OPHUICKON TOPOABI MOJCTHPO-
BaJIU CTEPOUAHYIO IIAyKOMY ITyTeM BBEIECHUS MO/ KOHBIOHKTUBY 000ux rias3 0,5 mi 0,4%-ro p-pa 1ekcameTa3oHa
1 pa3 B Hen B TeueHue 3 mec (12 nawvexumit). Ha Il aTane skcnepumenTa, mocie pa3BUTHS CTEPOUIHON IITayKOMBI,
KPOJIMKOB pa3/eliiId Ha OCHOBHYIO T'PYIITy, COCTOSIIYIO M3 NOATPYNIEl «a» (n = 8) u moarpymmnsl «by» (n = 8),
U Tpymniy cpaBHeHUs (n = 8). BceM »KUBOTHBIM BBITIONIHSIIM CKBO3HOM pa3pe3 KOHBIOHKTUBBI M HEMPOHHUKATOIIHHA
HaJpe3 CKJIEpBI 0JJHOTO U3 ra3. Ha o0macTs BMenIaTenbCcTBa B OCHOBHOM IPyIIE HAKIIAIbIBATIM TEMOCTATHYECKYIO
ryOKy, nporuranuyo 0,05%-M p-poM LUKIOCIOPHHA A, B IIOATPYIIIE «a» HA 3 MHH, B TOArpye «by» — Ha 6 MUH.
B rpymnne cpaBHEHUS HUTOCTATHK HE UCIIONB30BANN.

PesyasTatsl n o6cyxaenne. [Ipuvenenne 0,05%-ro p-pa HUKIOCIOPHHA A TPHUBEIIO K YMEHBIICHUIO HUHOUIb-
TpaIMU 30HBI XUPYPIHYECKOIl TpaBMBI BOCIIAIMTENILHBIME KJIeTKaMu 1 Gudpobdiactamu. Ha 4-e cyt mocie ore-
palyy KJIECTOYHas IUIOTHOCTh B OOJIACTH BMEIIATENBCTBA B HMOATPYIIE «a» OCHOBHOW TPYIIBI ¢ TPEXMHUHYTHOM
anIuIMKanuen p-pa DUTocTaTHKa-aHTUMeTabonuTa Obia B 2,7 pasa mensiue (p = 0,043), yeMm B rpymnme cpaBHEHUs,
HpeBbILIas IPY 9TOM ITOKa3aTeN! MoArpyIsl «by» B 3,2 pasa (p = 0,036). Uucnennocts pubpo01acTOB B HOArPYII-
nax «a» u «b» 6bu1a B 3,6 (p = 0,043) n 12,8 paza (p = 0,031) Hmxe, yem B rpymie cpaBHeHus. [1pu sToM caBur
KJIETOYHOTO COCTaBa MH(UIbTpaTa B CTOPOHY (pHOPOOIACTHUESCKON TOIMYIIALNH [IPOU30IIET TOIBKO Ha 14-¢ cyT
MOCJIE OTIEPALIUH.

3akaouenne. MHTpaonepanuonHas ammmkanus 0,05%-ro p-pa HUKIOCTIOpHHA A CyIIECTBEHHO 3aMeJUIseT Teue-
HHE BOCIIAINTENbHO-PENapaTHBHON pereHepanuy, yMeHbIIas HHQUIBTPATHBHOE BOCIIAJICHUE B 30HE BMEIIATEIb-
CTBa, YTO IPEJOTBPAIIACT M3IHIIHEE pyOIIeBaHNE.

KuroueBble clioBa: aHTHIIIayKOMHas oriepaliys, pyOlieBaHne MmyTeil OTTOKA BHYTPUTIIA3HOM JKUJIKOCTH, aHTHME-
Ta0OJIUTHI, HIUKIJIOCTIOPUH A.

KonpaukTt unTepecoB. ABTOPHI JEKIAPUPYIOT OTCYTCTBHE SIBHBIX M MOTEHIIMAIBHBIX KOH()INKTOB HWHTEPECOB,
CBSI3aHHBIX C ITyOIMKanuel HaCTOSIIEH CTaThH.

Hcrounuk ¢puHaHCHPOBAaHUSA. ABTODBI 3asBJIAI0OT 00 OTCYTCTBMH (UHAHCHUPOBAHMS MPU IPOBEACHUH HCCIIENIO-
BaHUAL.

CooTBeTCTBHE MPUHOHIAM 3THKH. VccrnenoBanue omg00peHO JOKaIbHBIM ITHYECKUM KoMuTetoM Cuol'MY
(nporokout Ne 4346 ot 16.11.2015).

Jsa uutuposanus: JKuransckas T.A., [Isroman A H., Kpeuosa A A., Kpusomenna O.H1., Ximycos U.A. 3akoHo-
MEPHOCTH pereHepaniy KOHBIOHKTHBEI U CKJICPHI TIOCIIe HHTPAOTIEPAIIHOHHON aNTUIMKAI[IH PAacTBOPA IIUKIIOCIIO-
pUHA A 'y KPOJIIMKOB CO CTEPOHTHOIN MOJIENBIO TIIAYKOMEL. brosiemens cubupckoti meouyunsl. 2021; 20 (2): 36-43.
https://doi.org/10.20538/1682-0363-2021-2-36-43.
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INTRODUCTION

According to modern concepts, glaucoma is a
group of diseases characterized by intraocular pres-
sure (IOP) above the tolerant level with development
of optic neuropathy and a typical decline in visual
functions [1]. Despite a wide choice of antihyperten-
sive drugs and the use of various laser interventions,
surgical treatment of this pathology remains the most
effective method to compensate for increased IOP [1].
The success of filtration surgeries is determined by the
duration of functioning of surgically created intraocu-
lar fluid outflow pathways. Scarring in the area of sur-
gery leads to a significant decrease in the hypotensive
effect [1, 2].

To provide a stable and prolonged hypotensive
effect after antiglaucoma surgery, antimetabolites
(5-fluorouracil, mitomycin C) are often used to pre-
vent tissue proliferation in the intervention area with
scarring of artificially created intraocular fluid out-
flow pathways [2—6]. However, widespread use of an-
timetabolites is limited by the risk of complications,
such as secondary maculopathy, keratopathy, cataract
progression, and hypotension, in the postoperative pe-
riod [2].

Therefore, the search for a drug that has an anti-
proliferative effect with minimal toxic properties and
prevents scarring of surgically created intraocular flu-
id outflow pathways after antiglaucoma surgery is one
of the urgent problems of modern ophthalmic surgery.

The aim of the work was to study the effect of local
intraoperative application of a 0.05% cyclosporin A
solution on conjunctival and scleral regeneration after
surgery on the rabbit eyes with induced glaucoma in
an in vivo experiment.

MATERIALS AND METHODS

The study was carried out at the SSMU Laboratory
of Biological Models (supervisor—Vladimir V. Ivanov,
Cand. Sci. (Biology)). The protocol of the experiment
was approved by the local Ethics Committee at SSMU
(No. 4346 of 16.11.2015). The in vivo experiment was
performed on 29 Californian rabbits (male), weighing
3.5-4.0 kg, which were preliminarily quarantined in
the vivarium for 1 week on a standard diet. At the first
stage of the experiment, the model of steroid-induced
glaucoma was reproduced for all rabbits by injecting
0.5 ml of a 0.4% solution of dexamethasone (Belmed-
preparaty, the Republic of Belarus) subconjunctivally
in both eyes once a week for 3 months (a total of 12
subconjunctival injections for each rabbit) [7]. The
IOP level in the rabbits was measured weekly using a

Maklakov’s tonometer with the plunger weighing 7.5
g. 2 weeks after the 12th injection of the steroid solu-
tion, 5 randomly selected animals were removed from
the experiment, followed by enucleation of their eyes.
The obtained material was fixed for light microscopy.

The second stage of the in vivo experiment was
performed on 24 rabbits with steroid-induced glauco-
ma. 4 weeks after the last subconjunctival injection
of 0.4% dexamethasone solution, in the upper part of
the right eyeball of all the animals, a penetrating in-
cision of the scleral conjunctiva and a non-penetrat-
ing incision of the surface layers of the sclera were
performed under general anesthesia with sevoflurane
(Baxter Healthcare SA, Puerto-Rico, USA) in the op-
erating room according to aseptic and antiseptic rules.
The paired eye of the animals remained intact.

Depending on the course of the surgery, the rabbits
were divided into 2 groups: the main group (16 animals)
and the comparison group (8 animals). During the sur-
gery, after performing the incisions of the conjunctiva
and the superficial layers of the sclera, a hemostatic
sponge soaked in 0.05% cyclosporin A solution (Aller-
gan, USA) was placed on the surgical area in all rab-
bits of the main group. Depending on the antimetabolite
application time, the animals of the main group were
divided into 2 subgroups: subgroup “a” (8 rabbits) — the
application time of the drug was 3 minutes; subgroup
“b” (8 rabbits) — the application time of the drug was 6
minutes.

A hemostatic sponge without cyclosporin A solu-
tion was placed on the surgical area for 3 minutes in
the rabbits of the comparison group (8 animals). At
the end of the application, the hemostatic sponge was
removed in rabbits of all groups. The scleral conjunc-
tiva incision was stitched with 2 interrupted sutures,
and tobrex solution was instilled. In the postoperative
period, all animals received one intramuscular injec-
tion of gentamicin sulfate solution (MICROGEN,
Russia) at the rate of 5 mg / kg of the animal’s weight,
and tobrex solution was instilled into the conjunctival
cavity of the operated eye 3 times a day. On days 4,
10, 14, and 21 after the surgery, 2 rabbits from each
group were removed from the experiment, followed
by enucleation of their eyes.

At all stages of the experiment, the animals were
euthanized in compliance with the rules and norms
of the European Society (86/609EEC), the Declara-
tion of Helsinki, and orders of the Ministry of Health
of the USSR (No. 742 of 13.11.1984 and No. 48 of
23.01.1985). The rabbits were removed from the ex-
periment by carbon dioxide inhalation. The material
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was fixed and then stained with hematoxylin and eosin
and according to the Mallory technique for light micros-
copy at 100- and 200-fold magnification. Using Canon
Power Shot G10 digital camera (Japan), 10 random
fields of view were photographed for each slice. Digi-
tal photographs were subjected to morphometry using
the ImageJ 1.46 program (http://rsbweb.nih.gov/ij/)
and the Cell Counter plug-in, which were used to calcu-
late the absolute and relative content of cells in the con-
junctiva and sclera of the rabbits in the surgical area.
Statistical processing of the obtained data was car-
ried out using the IBM SPSS Statistics 20 software.
The Kolmogorov — Smirnov test was used to assess
the normal distribution of the results. If the distribution
of the indicators did not correspond to normal distri-
bution, the Mann — Whitney U-test was used. The re-
sults were presented as M + SD, where M is the sample
mean, and SD is the standard deviation. The differences
were considered statistically significant at p < 0.05.

RESULTS

All rabbits (100%) had the initial IOP level wit-
hin the normal range for this kind of animals, amount-
ing to 13.7 + 4 mm Hg [8]. After modeling steroi-
dinduced glaucoma, all experimental animals showed
an increase in the IOP level in both eyes by 3.5 times
compared to the initial value — up to 47 £ 6 mm Hg (p
= 0.041). Examination of the ocular fundus in all rab-
bits showed gradual expansion and deepening of the
physiological excavation of the optic disc with the for-
mation of glaucomatous excavation by the end of the
3rd month of the experiment, which was confirmed by
the light microscopy findings. According to light mi-
croscopy, at the anterior chamber angle of the experi-
mental animals, pathomorphological changes specific
to glaucoma were revealed, such as partial lysis of the
trabecular plates of the rabbit eye drainage system with
the formation of dense conglomerates between the
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plates and obliteration of cracks between them. Areas
of local ectasia of the Schlemm’s canal were found,
alternating with areas of its complete obliteration.

After instrumental and morphological confirma-
tion of steroid-induced glaucoma development in the
rabbits, the analysis of the second stage of the in vivo
experiment started — the study of the effect of intra-
operative application of 0.05% cyclosporin A solution
on conjunctival and scleral regeneration of rabbits
with induced glaucoma.

According to light microscopy, on the 4" day after
the surgery, all rabbits from the subgroup “a” of the
main group with intraoperative application of 0.05%
cyclosporin A solution for 3 minutes had local con-
junctival epithelium destruction in the surgical area.
In the stroma, there were edema and fragmentation of
collagen fiber bundles, between which multiple spaces
were formed. In the sclera in the area of the surgical
wound, the bundles of collagen fibers were located
in mutually perpendicular directions, but the fibers
were homogeneous and quite tightly adjoined each
other, there were practically no gaps between them.
Single vessels of the sclera were dilated and sanguin-
eous (Fig. 1, @). Mononuclear leukocytes (MNL) pre-
vailed in the cellular composition in the intervention
area — 819 = 54 cells (53.9%) in the field of view, the
number of polymorphonuclear leukocytes (PML) and
fibroblasts was 182 + 24 (12.2%) and 516 £ 57 cells
(33.9%) in the field of view, respectively.

In animals from the subgroup “b” of the main
group, on the 4th day after thesurgery in the inter-
vention area with the application of the antimetabo-
lite solution for 6 minutes, pronounced damage to the
conjunctival epithelium was detected. In the stroma,
significant edema, fragmentation of collagen fibers,
and multiple extravasal conglomerates of erythrocytes
were detected. In the sclera, edema, hemorrhages, and
fibrin clots were identified (Fig. 1, b).

= B %
C

Fig. 1. The state of the conjunctiva and sclera of the experimental animals in the area of intervention on the 4th day after the surgery:
a — after a 3-minute application of 0.05% cyclosporin A solution, b — after a 6-minute application of 0.05% cyclosporin A solution,
¢ — without application of the antimetabolite solution. Staining with hematoxylin and eosin, x 100
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In the cellular composition, MNL prevailed —
283 = 51 cells (59.1%). The number of PML was
53 £ 4 cells (33.9%) in the field of view. The number
of fibroblasts was 143 + 22 cells (29.8%), which is
3.6 times less than the level in the rabbits from the
subgroup “a” of the main group (p = 0.038).

In the rabbits of the comparison group, on the 4th
day after the surgery, in the intervention area without
application of the antimetabolite solution, thinning
and flattening of the conjunctival epithelium were
found. In the sclera, edema and stratification of col-
lagen fibrils were detected (Fig. 1, ¢). In the cellular
composition, MNL and fibroblasts dominated with
1,961 + 236 cells (47.0%) and 1,836 + 218 cells
(44.1%) in the field of view, respectively. The number
of fibroblasts exceeded that in the rabbits of the sub-
groups “a” and “b” by 3.6 times (p = 0.043) and 12.8
times (p = 0.031), respectively. The PML density was
375 £ 15 cells (8.9%) in the field of view.

On the 10th day, in the animals from the subgroup
“a” of the main group, in the intervention area with
the application of 0.05% cyclosporin A solution for
3 minutes, local conjunctival defects were complete-
ly epithelialized due to stratified squamous epithe-
lium. The stroma of the conjunctiva of the eye was
loose and thickened due to diffuse edema; closer to
the sclera, longitudinally located cavities were found
in it, lined with a single layer of squamous epitheli-
um. In the sclera in the area of intervention, the bun-
dles of collagen fibers were stratified. However, these
bundles looked structured. Fibroblasts predominated
in the cellular composition — 948 + 49 cells (68.4%)
in the field of view, while their number increased by
1.8 times compared to the level on the 4th day after
the surgery (p = 0.038). The number of PML was
21 £ 4 cells (1.5%) in the field of view, which is 8.9
times (p = 0.046) less than the level on the 4th day af-
ter the surgery. The density of MNL decreased by 2.0
times (p = 0.037) compared to the value on the 4th day
after the surgery, amounting to 417 + 36 cells (30.1%)
in the field of view.

In the rabbits from the subgroup “b” of the main
group, on the 10th day after the surgery with the appli-
cation of 0.05% cyclosporin A solution for 6 minutes,
the areas of the conjunctival epithelium destruction
decreased, and the stroma of the membrane was ex-
tremely thinned. The conjunctival vessels of the op-
erated eye were moderately dilated. In the sclera, the
collagen fiber bundles were oriented parallel to each
other, but had different thickness. Fibroblasts predom-
inated in the cellular composition — 779 + 35 cells

(68.2%) in the field of view, which was 5.4 times
(p = 0.045) higher than the level on the 4th day after the
surgery. The cell density of the fibroblastic population
was 1.2 times lower than in the rabbits from the sub-
group “a” of the main group on the 10th day after the
intervention (p = 0.035). The number of PML decreased
by 2.2 times (p = 0.042) compared to the value in the
animals of the subgroup “b” on the 4th day after the
surgery, amounting to 24 £ 3 cells (2.1%) in the field
of view. The number of MNL increased to 340 = 17
cells (29.7%) in the field of view, which was 1.2 times
higher (p = 0.039) than the level in the rabbits from the
subgroup “b” on the 4th day after the operation.

In the rabbits of the comparison group, on the 10
day after the operation without application of 0.05%
cyclosporin A solution, the conjunctival structure in
the area of surgical injury appeared normal, collagen
bundles in the sclera were thick and tightly adjoined
each other. Fibroblasts predominated in the cellu-
lar composition — 3,174 = 149 cells (80.0%) in the
field of view, which was 1.7 times (p = 0.034) high-
er than their level on the 4th day after the interven-
tion, as well as 3.3 times (p = 0.031) and 4.1 times
(» = 0.027) higher than the values in the rabbits of the
subgroups “a” and “b” on the 10th day after the surgery,
respectively. The PML density decreased by 2.4 times
(» = 0.031) compared to the level on the 4th day after
the surgery, amounting to 159 + 8 cells (4%) in the
field of view. The number of MNL was 634 + 31 cells
(16%) in the field of view, decreasing by 3.1 times
(p = 0.043) compared to their level on the 4" day.

On the 14th day after the surgery, the animals of
the subgroup “a” of the main group with the appli-
cation of the antimetabolite solution for 3 minutes
had a normal structure of the conjunctival epithelium
in the intervention zone. However, in some regions,
areas of surface layer thinning and thickening of the
stroma due to residual edema were found. Closer to
the sclera, in the conjunctival stroma, longitudinally
located channels lined with a single layer of squamous
epithelium were revealed. In the sclera, in the area
of the surgical injury, stratification of collagen fiber
bundles was observed. In the cellular composition, fi-
broblasts dominated — 1,311 £ 124 cells (69.5%) in
the field of view, and their number increased by 1.4
times (p = 0.035) compared to the level in the rabbits
of the subgroup “a” on the 10th day after the surgery.
The density of PML was 84 £ 5 cells (4.4%) in the
field of view, and their number increased by 4.1 times
(» = 0.039) compared to the value in the animals of
the subgroup “a” on the 10th day after the surgery.
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The MNL level decreased to 492 + 20 cells (26.1%)
in the field of view, while there were no statistically
significant differences from the level in the subgroup
“a” of the main group on the 10th day after the surgery
(p =0.062).

In the rabbits of the subgroup “b”, on the 14th day
after the intervention with the application of the anti-
metabolite solution for 6 minutes, the conjunctiva in
the area of the surgical injury was covered with stra-
tified squamous epithelium, and slight subepithelial
edema was found. The conjunctival stroma was loose.
The collagen fiber bundles of the sclera in the area of
intervention were loose. Fibroblasts predominated in
the cellular composition with 867 = 44 cells (65%) in
the field of view, and there was no statistically signi-
ficant difference (p = 0.053) from their density in the
animals of the subgroup «b» on the 10th day after the
surgical manipulation. The MNL level was 413 + 32
cells (31%) in the field of view; there was no statisti-
cally significant difference (p = 0.057) compared to
the value in the rabbits of the subgroup “b” on the 10th
day after the surgery. The number of PML increased
to 53 + 2 cells (4%) in the field of view, exceeding by
2.2 times (p = 0.029) the value in the rabbits of the
subgroup “b” on the 10th day.

In the rabbits of the comparison group, on the 14th
day after the surgery without application of the anti-
metabolite solution, the conjunctiva of the eye in the
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intervention zone had a normal structure and tightly
adjoined the superficial layers of the sclera. Scleral
fibers were located tightly to one other. Among the
cells in the area of the surgical injury, fibroblasts pre-
dominated with 1,972 £+ 112 cells (84%) in the field
of view, which exceeded the value in the subgroups
“a” and “b” on the 14th day by 1.5 times (p = 0.047)
and 2.3 times (p = 0.038), respectively. The density
of PML decreased to 117 £ 5 cells (5%) in the field of
view, which was 1.4 times (p = 0.047) lower than that
on the 10th day. The MNL level was 258 + 14 cells
(11%) in the field of view, decreasing by 2.5 times
(» =0.038) compared to the indicator on the 10th day.

On the 21st day, in the animals of the subgroup
“a” after application of 0.05% cyclosporin A solu-
tion for 3 minutes, the conjunctiva of the eye in the
area of the surgical injury had a normal structure and
was separated from the underlying sclera by a narrow
slit-like space. The collagen fibers of the sclera were
structured (Fig. 2, @). Fibroblasts predominated in the
cellular composition with 839 + 44 cells (69.7%) in
the field of view, which was 1.6 times (p = 0.036) less
than on the level on the 14th day after the surgery. The
number of PML and MNL was 20 + 2 cells (1.7%)
and 344 + 11 cells (28.6%) in the field of view, re-
spectively. Moreover, the PML level decreased by 4.3
times (p = 0.042), and the MNL level — by 1.4 times
(»p =0.031), compared to those on the 14th day.

Fig. 2. The state of the conjunctiva and sclera of the experimental animals in the area of intervention on the 21st day after the

surgery: a — after a 3-minute application of 0.05% cyclosporin A solution, b — after a 6-minute application of 0.05% cyclosporin

A solution, ¢ — without application of the antimetabolite solution. Staining: @, b — with hematoxylin and eosin, x 100; ¢ — according
to the Mallory method, x 100

In the animals of the subgroup “b” of the main group
on the 21st day after the surgery with the application of
0.05% cyclosporin A solution for 6 minutes, the con-
junctiva of the eye in the area of the surgical injury had
a normal structure and was separated from the under-
lying sclera by a narrow-slit space. In the conjunctival
stroma, structured channels lined with a single layer of
squamous epithelium were revealed. In the sclera, in

the area of the surgical intervention, the collagen fiber
bundles were loose, but they were oriented parallel to
one another (Fig. 2, b). Fibroblasts predominated in the
cellular composition with 799 £+ 13 cells (69.3%) in
the field of view, with no statistically significant dif-
ferences (p = 0.058) compared to this indicator on the
14" day. The number of MNL decreased by 1.3 times
compared to the 14th day, amounting to 320 = 14 cells
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(27.7%) in the field of view (p = 0.044). The number of
PML decreased by 1.5 times (p = 0.042) to 35 + 3 cells
(3%) in the field of view.

In the rabbits of the comparison group, on the
21st day after the surgery without local application
of 0.05% cyclosporin A solution, the conjunctiva of
the eye in the area of the surgical injury had a normal
structure and tightly adjoined the underlying sclera
(Fig. 2, ¢). Fibroblasts predominated in the cellular
composition — 1,209 =+ 132 cells (83%) in the field of
view. The cell density of this population decreased
by 1.6 times compared to the value on the 14th day
(p = 0.045), however, it exceeded this indicator by 1.4
times (p = 0.048) in the subgroup “a” and by 1.5 times
(»p =0.046) in the subgroup “b” of the main group. The
number of PML was 116 £ 5 cells (8%) in the field of
view, with no statistically significant difference from
the value on 21th day (p = 0.059). The number of
MNL decreased by 2.0 times (p = 0.037) compared to
the level on the 14th day, amounting to 131 £+ 7 cells
(9%) in the field of view.

DISCUSSION

According to the results of the experiment, the
course of the inflammatory-reparative response in the
conjunctiva and sclera in the rabbits of the compari-
son group with steroid-induced glaucoma after the eye
surgery was characterized by a consistent change of
cell phases in the surgical area with scarring of the
conjunctiva and sclera on the 21st day. Local appli-
cation of 0.05% cyclosporin A solution during the in-
tervention had a significant effect on the postoperative
period depending on the application time.

For example, a decrease in the migration of cells
responsible for the inflammation intensity to the area
of the surgical injury was revealed. On the 4th day af-
ter the surgery, the cell density in the intervention area
in the subgroup “a” of the main group was 2.7 times
lower (p = 0.043) than in the comparison group, while
exceeding the value in the subgroup “b” by 3.2 times
(p = 0.036) (Table). Similar dynamics was observed
up to the 14th day after the surgery (Table).

Table

Dynamics of the cell density of the infiltrate in 1 mm? section in rabbits of
the experimental groups with steroid-induced glaucoma, M + SD

Experimental groups
Observation period, days Main group .
Comparison group
Subgroup “a” Subgroup “b”
4 1,518 + 51#/** 479 £ 22%* 4,172 + 181
10 1,386 +43* 1,143 + 47* 3,967 + 172
14 1,887 + 84 1,333 + 78* 2,347 + 124
21 1,203 + 54 1,154 + 56 1,456 +97

* p < 0.05 when comparing to the values in the rabbits operated without local application of 0.05% cyclosporin
A solution (comparison group); ** p < 0.05 when comparing the values in the subgroup “a” (application of the
antimetabolite for 3 minutes) with the values in the subgroup “b” (application of the antimetabolite for 6 minutes)

of the main group.

Intraoperative application of the antimetabolite had
a pronounced inhibitory effect on the migration of fi-
broblasts to the area of the surgical injury. On the 4th
day after the surgery, the density of fibroblasts in the
intervention area in the subgroup “a” was 3.6 times
lower (p = 0.043) than in the comparison group, while
in the subgroup “b”, it was 12.8 times lower (p =0.031)
than in the comparison group. On the 10th day after the
surgery, the number of fibroblasts in the area of the
surgical injury in the comparison group increased by
1.7 times (p < 0.05). In the subgroups “a” and “b” of
the main group, a shift in the cellular composition in
the intervention area towards the fibroblastic popula-
tion occurred only on the 14th day after the surgery.

As aresult, on the 21st day after the surgery, in the
rabbits of the subgroup “a” of the main group, in the
area of the surgical injury, only partial adhesion be-
tween conjunctiva and sclera was formed, in contrast
to the animals of the comparison group. In the rabbits
of the subgroup “b” of the main group, even on the
21st day after the surgery, a slit-like space between
the conjunctiva of the eye and the underlying sclera
remained in the intervention zone. Probably, the sup-
pression of T-lymphocyte activation by cyclosporin A
following the formation of bonds with cyclophilins in
the cell cytoplasm and blocking of the catalytic and
regulatory subunits of calcineurin leads to a decrease
in the synthesis of proinflammatory cytokines. There-
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fore, this slows down the course of the inflammato-
ry-reparative response in the intervention zone [9].

CONCLUSION

Local application of 0.05% cyclosporin A solution
during surgery on the conjunctiva and sclera of the
eyes of rabbits with steroid-induced glaucoma signifi-
cantly slows down the course of the inflammatory-re-
parative response in the intervention area, reducing
the cell density by 2.9-3.5 times and preventing tissue
scarring. The severity of the antiproliferative effect of
the drug depends on the application time: when ap-
plied for 3 minutes, the density of fibroblast distribu-
tion in the surgical area is 3.6 times lower than in the
rabbits of the comparison group, and when applied
for 6 minutes, it is 12.8 times lower than in the com-
parison group. The obtained results are of interest for
development of methods to prevent scarring after an-
tiglaucoma surgeries.
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