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SUMMARY

Autogenous vaginal tunics have been researched in lamellar keratoplasty in dogs using fresh autogenous grafts in the
repair of superficial keratectomies. Fourteen dogs have been used for the evaluation at the early, intermediary and late
postoperative periods. Photophobia, blepharospasm, ocular discharge, edema, neovascularization and pigmentation
have been observed. The results have showed that the original procedure is useful for the repair of corneas after

superficial keratectomies.

UNITERMS: Cornea: Keratoplasty: Tunica vaginalis; Dogs.

INTRODUCTION

he cornea represents an important ocular barrier

against foreign agents.

Among the diseases located in the cornea, the most
common are corneal ulcers or ulcerative keratitis*-**

Ulcerative keratitis can be classified in a number of
ways. One of the most common adopted classification is
according to the lesion depth, i.e., superficial, deep stromal,
and descemetocele. As for the keratitis evolution, it can be
classified as complication-free; progressive and refractory
keratitis*. The most evident clinical signs are blepharospasm,
photophobia, excessive lacrimation, edema, cellular
infiltration, ocular discharge and vascularization are reactions
that follow the corneal injury”'*

The comeal therapeutic includes clinical and surgical
management, isolated or concomitant. Among the most
frequently clinical procedures, there are antibiosis therapy,
wetting agents, and the use of atropine and
antiproteases'™'>*"*¥_ Surgical procedures are destined to
serious cases, in which the agent remains or the symptoms
may evolve®.

There are many prescribed surgical procedures, such
as grid or punctated keratotomy, contact lenses, a third eyelid
flap, 180° or 360° conjunctival pedicle grafts, corneoscleral
transposition, graft-free conjunctival, corneal transplants and

corneal grafts™!*1*20=324262955 Many studies are being carried
out about keratoplasties and new techniques have been
researched to find an ideal material.

Allotransplantations®''** and autotransplantations
have been investigated and compared, in which
autotransplantations'*'*** have showed better results.

Recent and promising studies on biological
membranes have been targeted here in our environment.
Equine pericardium preserved in glycerin has been used in
the repair of the injured cornea of dogs’. Xenogenic amniotic
membrane was used in the keratoplasties in dogs, with
positive results’, as well as homologous peritoneum?®.

Corneal-free autogenous grafting and pediculate graft
of the conjunctiva have been compared both being feasible
techniques'*".

Due to the search for new and effective procedures, the
sardine scale has been used in the repair of superficial
keratectomies in dogs'™ and the renal equine capsule™'” as well.

It is worthy the search for new materials, which should
be closest to the ideal one, despite their extensive availability.
In this way, the target was the use of autogenous vaginal
membrane testes in the repair of lamellar keratectomy in dogs.

MATERIAL AND METHOD

Animals
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Relating to the use of the animals in this research,
they were treated according to the ARVO Resolution.
Fourteen nondefined breed adult male dogs with normal
eyes weighing about 10 kg were used. They have been
furnished by the Kennel of the “Governador Laudo Natel
Veterinary Hospital” and by the College of Agrarian
Sciences and Veterinary College in the Jaboticabal campus
of the “Universidade Estadual Paulista”, UNESP (Paulista
State University). Previously to the selection and separation
into groups of two, the animals were clinically examined
and ophthalmic evaluations included Schirmer Tear Test,
fluorescein test, slit-lamp biomicroscopy, direct
ophthalmoscopy and applanation tonometry. Later, were
identified and kept in suitable kennels.

Experimental Groups

The dogs were divided into 7 groups of two animals
each (G1, G2, G3, G4, G5, G6 and G7). The corneas were
observed daily, until the 120th postoperative day. The testes
of the groups 1, 2, 3, 4, 5, 6, and 7 were observed on the 1,
3,7, 15, 30, 60 and 120 days of the postoperative periods,
in which they were submitted to the bilateral orchidectomy
and optical microscopy.

The corneas were evaluated daily until the 120"
postoperative day.

Surgical Management

Food and water fasting had been previously enforced
to the operative procedures for 12 hours. The animals
received tiletamin/zolazepan® (5 mg/kg) by intravenous
route, and were maintained with halothane anesthesia® and
oxygen inhalation in closed circuit. Then we passed on to
the routine procedures for the antisepsis and preparation
of the surgical fields (ocular and pre-scrotal).

Approach to obtain the autogenous vaginal tunic

The scrotum has been cranially incised’, and the
right testis exteriorized. The vaginal tunic has been incised
and a fragment of 6 mm diameter was taken from it. This
fragment was maintained in a saline solution.

The pre-scrotal region has received Wolf’s suture
with simple interrupted stitches using nylon 4-0¢. The
vaginal tunic was not sutured. As postoperative procedures,
the scrotal membrane was flushed daily with sterile saline
solution at the rate of 0.9% aqueous dilution.

Keratoplasties

Keratoplasties have been performed with the help
of surgical microscope and magnified 10 times.
Blepharostase and fixation of the eyeball as well as

" Zoletil — Virbac.
" Halothane — Hoechst.
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canthotomy have been performed when necessary. A
superficial keratectomy was produced with a 5 mm-diameter
trephine about half of the stroma. The lesion has been
repaired with previously obtained autogenous vaginal tunic.
The graft has been sutured in the defective cornea with
simple interrupted pattern using 9-0-nylon. Ophthalmic
ointment ‘! was used every 12 hours for 15 days after surgery
and the animals received Elizabethan collar.

Evaluation procedures

Keratoplasties evaluation

The assessment of the animals occurred at intervals
of 24 hours until the 120" day. Postoperative periods: G1
was observed on the first day, G2 until the third day, G3
until the 7" day, G4 until the 15" day, G5 until the 30" day,
G6 until the 60" day, and G7 until the 120" day.

Subjective values of graduation have been checked
(Nihil: absent, +: light; ++: moderate, +++: intense) and
attributed only to those of macroscopic phenomena such as
photophobia, blepharospasm, ocular discharge (present or
absent during the period and classified according to its
kind), edema, conjunctival hyperemia, chemosis, corneal
pigmentation and corneal vascularization and the
intercurrences about the transparency.

Testes evaluation

The testes have been also clinically examined during
the postoperative periods as to the scaring and
intercurrences close to the scrotum. Bilateral orchidectomy
has been carried out at the end of each evaluation period
(1, 3,7, 15, 30, 60 and 120 days) and the testes, as being a
control of its contralateral, submitted to the histopathology.
So that, after their excision, they have been cleaned with
sterile saline solution, immersed in a 0.9% buffered formalin
and colored with haematoxylin-eosin.

RESULTS

Keratoplasties evaluation

The ophthalmic analysis has showed alterations
normally observed in the keratoplasties. Ocular discomfort
has been observed during the three postoperative days, and
became more intense on the 7" day; it persisted until 15-20
postoperative days. After these steps, there was a regression
and on the 60" postoperative day it has become less
significative.

Photophobia and blepharospasm appeared light (+)
on the first day and became more intense on the 3" day after

“ Mononylon 4-0 Ethicon- §.A.
4 Epitezan — Frumtost.
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the surgery. There was a gradual regression on the 15" day,
and disappeared on the succeeding periods. Ocular
discharge has been predominantly mucouserous and was
observed in the first two postoperative weeks (++/+++), it
has suffered a regression and it became absent on the 30"
day after surgery.

As to the edema, it appeared on the 7" day (+) and
became more intense at the end of the second week (+++).
However, it has become less intense, in the latter period. The
edema has always been limited to the surroundings of the
graft, without interfering with the corneal transparency in
distant areas.

Neovascularization has been observed in all the
corneas. It began light (+) on the 7" postoperative day and
became intense (+++) on the 15" day. On the 30" day after
the surgery the neovascularization showed moderate (++)
and became less intense (+) on the 60™ and 120" day.

Conjunctiva hyperemia and chemosis have been
showed in variable grades. They were light (+) on the first
to the 15" day. Nevertheless, the animals that have received
canthotomy, and also those that blepharostasis demanded
more intensive manipulations, showed intense signs (+++)
on the three first days of postoperative periods.

Pigmentation as intercurrent phenomenon with the
corneal reparation has been displayed close to the graft’s
region and adjacencies. It was light on the 60" day and
moderate on the 120" day. There are retention cists, common
in these cases, on the 120" day, when decide to support the
stitches. (Fig. 1).

Tests evaluation

Clinically, discreet local edema and hyperthermia were
denoted on the first three postoperative days close to the
scrotum. Macroscopically, after the orchidectomy, solid
alterations have not been found. Taking into consideration
the research in the light of optical microscopy, the testes
have showed normal on the first three postoperative days,
with active spermatogenesis. There has just been a discreet
bilateral vascular congestion.

On the 15" day, there was spermatogenesis decrease
with degenerated spermatogonia, interstitial edema and
interstitial cells with a degenerated nucleus on those testes
from where fragments of the vaginal tunic have been
excised. In the contralateral, a similar phenomenon has
been identified, nevertheless in an expressively less
emphasized degree. However, in the fourth month, the
spermatogenesis had already been evident in both testes,
which have not presented trouble due to the surgical trauma,
which they had undergone (Fig. 2 and 3).

Figure 1
Lamellar keratoplasty in dogs using fresh autogenous vaginal tunic,
on the 120" postoperative day. Discreet opacity, pigmentation in
the grafting area, as well retention cists are present.

Photomicrographic image showing seminiferous tubules
regeneration (A) returning to spermatogenesis (B), on operated
testis on the 120" postoperative day (H.E. 440X).
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Figure 3
Photomicrographic image showing seminiferous tubules regeneration
(A), on testis control on the 120" postoperative day (H.E. 440X)
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DISCUSSION

Preceeding works accomplished by our team have
confirmed that as to keratoplasties, macroscopic technique allows
us to accompany and check safely the evolution of the
postoperative periods™'*!”. Noteworthy is the humanitarian
treatment given to the animals’ eyes when enucleating is an
unnecessary conduct. As for the collected results, the principal
agent for the ocular discomfort is the surgical trauma that was
observed during the beginning of the postoperative periods.
Chemosis appeared in the first week and was always associated
with those animals which canthotomy was necessary. There
has been individual variation as to the intensity and duration of
the temporal and kinetic phenomena, as to the conjunctiva
hyperemia it has followed the course of the preceeding signs.
Ocular secretion has been manifested predominantly in mucous
form and intensified at the intervals of three toseven days.
Corneal edema has been present in the circumjacency areas of
the grafting, but not interfering significantly with the sight. It
appeared in a discreet way during the 7 first days and became
intense on the 15" day, tending to regression at the late phases.
By means of the use of xenogenic amniotic membrane in
penetrating kerotoplasties, corneal opacification in the
circumjacency areas of the grafting was observed 24 hours during
the postoperative with significant attenuation on the 7" day".

Pigmentation deposition, surrounding the areas where
keratoplasties have been performed, was observed between
the 60™ and the 120" days in some of the animals. Some authors
have reported to the occurring pigmentation in the process of
the corneal reparations®*”*’. The scar, which inexorably is
distinct as a final keratoplasties result™*'®*'22* has occurred
indistinctly among the animals despite of the relative individual
variations of the cicatricial dimensions macula®. The corneal
transparency, which in the final context is always the main
sought objective in order to keep the animals able to see, has
been present in the remaining areas of the cornea.

As for the testes lesions and their consequences in the
face of the vaginal tunic, the edema must be taken into
consideration, mainly during the first three days, which has
happened due to the surgical management.

There have not been evidences of any kind of secretion
close to the scrotal wounds. Morphologically, expressive
alterations had not been found during the period right after

the surgery, besides discreet bilateral congestion due to the
surgical trauma. The appearance of degenerated
spermatogonia, interstitial edema and interstitial cells with
degenerated nucleus was observed on the 15" postoperative
day in the testes which have undergone surgery due to the
inflammatory process of the remaining vaginal tunic.
Traumatic and focal process comprise such features'. In such
process, the affected testes have displayed normality and
smoothness as to their consistency, but not necessarily
presenting size alteration’. Similar but discreet phenomena
have occurred in the contralateral testes used as a control.
The repercussion to a testis, when the contralateral is injured,
is called Sympathic Orchiopathy®.

Focal tubular degeneration, accompanied with normal
tubules areas, occurred on the 30" day, on both testes.
However, testicular degeneration and infertility due to it were
transient when their cause was temporary®. There was
seminiferous tubules regeneration with spermatogonia in two
months after the surgery and genesis has occurred on both
testes, noteworthy, it happened in the 4" postoperative month.

CONCLUSION

According to the results of the research we have
concluded that:

1. The autogenous fresh vaginal tunic is an effective and
low-cost grafting for lamellar keratoplasties in dogs;

2. The corneas which have received them evolved
according to the macroscopy within the classical patterns of
the cicatricial repair with few scar sequelae;

3. Autografting through the fresh vaginal tunic,
progressively during the cicatricial process, causes transparent
corneas, but with occasional macula and pigmentation close
to the grafting areas;

4. The fragment of the autogenous vaginal tunic gathering
has reflected into transient testicular degeneration, with
posterior regeneration.
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RESUMO

Empregou-se a tinica vaginal autégena, a fresco, na ceratoplastia lamelar em caes. Foram utilizados 14 cdes, a serem
avaliados nos periodos iniciais, intermedidrios e tardios. Fotofobia, blefarospasmo, descarga ocular, edema, neovascularizacio
e pigmentagio corneanas foram observados. Os resultados mostraram ser a técnica factivel de utilizagio na reparagio

corneana apds ceratectomias superficiais.

UNITERMOS: Coérnea; Ceratoplastia; Tinica vaginal; Caes.
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