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ABSTRACT

Purpose: To analyze mucosal proliferation and its characteristics, through specific models of duodenogastric reflux, in the
stomach of Wistar rats. Methods: Seventy-five healthy and adult male rats were divided into three groups: group | —
control (n =25 animals), submitted to gastrotomy of the posterior wall of the glandular stomach; group Il - DGR (n = 25
animals), submitted to duodenogastric reflux through latero-lateral gastrojejunal anastomosis in the posterior wall of the
glandular stomach and group Il — DGR-P (n = 25 animals), submitted to duodenogastric reflux through the pylorus
following the same procedure of group 11, sectioning and closing the afferent loop. The animals were observed during 36
weeks and subsequently the mucosal lesions were analyzed, with macroscopic and microscopic examination of the prepyloric,
the gastrojejunostomy and the squamous area of the stomach. Results: Group | did not present any kind of lesion.
Macroscopic lesions of the prepyloric area in groups 11 and 111 were 0% and 20%, respectively. Macroscopic lesions of the
gastrojejunal stoma in groups Il and 11 were 36% and 88%, respectively, and 12% and 28%, respectively, in the squamous
area. Microscopically, adenomatous hyperplasia (AH), squamous hyperplasia (SH) and adenocarcinoma (AC) were
diagnosed. The occurrence of AH at the prepyloric area in groups Il and 111 was 0% and 40%, respectively, and in the
gastrojejunal stoma, 40% and 72%, respectively. The occurrence of SH in the squamous area in groups Il and 11 was 12%
and 20%, respectively, without statistical differences between the groups. AC was found only in three animals of groups
111 (12%). Conclusions: The duodenogastric reflux in this experimental model caused high frequency of proliferative
lesions of the gastrojejunal stoma and in the prepyloric area, while adenocarcinoma was a rare occurrence.
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RESUMO

Obijetivo: Avaliar as lesdes proliferativas que se desenvolvem na mucosa gastrica de ratos Wistar apds modelo especifico
de refluxo duodeno-gastrico. Métodos: Foram utilizados 75 ratos adultos machos divididos em trés grupos experimentais:
o grupo | (controle) submetido a gastrotomia na parede posterior do estdmago glandular (25 animais); o grupo Il (RDG), foi
submetido a gastrojejunoanastomose latero-lateral na parede posterior do estémago glandular (25 animais) e o grupo Il
(RDG-P) submetido a gastrojejunoanastomose latero-lateral na parede posterior do estdmago glandular, com seccéo e
fechamento da alga (25 animais). Os animais foram observados durante 36 semanas, apds o que foram realizados estudos
macroscopicos e microscépicos da anastomose gastrojejunal, da regido pré-pilérica e regido escamosa do estdmago.
Resultados: Os animais do Grupo | ndo apresentaram nenhum tipo de lesdo. No grupo Il observou-se 40% de lesBes do
tipo hiperplasia adenomatosa na anastomose e 12% de hiperplasia escamosa. No grupo 11 obteve-se 40% de hiperplasia
adenomatosa na mucosa pré-pilérica, 72 % de hiperplasia adenomatosa na mucosa da anastomose, 20% de hiperplasia
escamosa e 12 % de adenocarcinoma. Conclusdes: O refluxo duodeno-géstrico induz a alta freqiiéncia de lesdes proliferativas
na mucosa adjacente a anastomose gastrojejunal ou na mucosa pré-pildrica e o adenocarcinoma & um evento raro neste
modelo experimental.

Descritores: Refluxo Duodenogastrico. Hiperplasia. Adenocarcinoma. Ratos.

Introduction the duodenal content 12, Several investigations were carried

out to clarify whether patients undergoing surgery with

The gastric mucosa is particularly susceptible to the  techniques that promote duodenogastric reflux, such as
onset of proliferative lesions when submitted to reflux of  partial gastrectomies in case of benign disorders, would be
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at higher risk than the non-gastrectomized population for
development of cancer of the remaining gastric stump34®.
Since the start of the 80s decade, by means of well-
conducted research, it has been definitively established
that patients submitted to techniques that promote
duodenogastric reflux, such as Billroth Il reconstruction,
are more susceptible to neoplasia after a postoperative
period longer than 20 years®’8°

At present, authors endeavor to better evaluate the
potential relationship between the primary duodenogastric
reflux that takes place through the pylorus in fasting and
postprandial conditions, in non-operated stomachs, and
neoplastic development!®111213, Most of stomach neoplasias
appear in an environment of chronic atrophic gastritis with
intestinal metaplasia®'. The intensity of glandular atrophy
and intestinal metaplasia is directly related to the reflux of
duodenal secretions in the gastric mucosa®.

Considering the divergent results in the literature
regarding the frequency of gastric adenocarcinoma in
experimental models that produce duodenogastric reflux,
we proposed to carry out an experimental study with the
objective of diagnosing the nature of these proliferative
lesions. Our model investigates one of the variations, since
the gastrojejunal anastomosis is situated in the posterior
wall of the glandular stomach.

Methods

Seventy-five male Wistar rats, approximately three
months old and weighing between 180 and 280 g were
divided into three experimental groups. The number of
participating animals was calculated based on proportional
sample size (descriptive study — qualitative variable). The
groups were organized as follows:

Group | (control) - 25 animals submitted to median
laparotomy, followed by gastrotomy of the posterior wall of
the glandular stomach with manipulation of intestinal loops,
closure of the stomach by means of continuous
polypropylene suture and India ink markings for posterior
identification (Figure 1).

Group Il (DGR) - 25 animals submitted to median
laparotomy with identification of the duodenum, ata 4 cm
distance from the pylorus, with opening of the intestinal
loop and gastric mucosa, with gastrojejunal anastomosis in
the isoperistaltic direction of the loop and the posterior
wall of the glandular stomach (Figure 2).

Group Il (DGR-P) - 25 animals submitted to
gastrojejunal anastomosis similar to group Il, but with
section and ligature of the afferent loop, inducing
duodenogastric reflux through the pylorus (Figure 3).

All of the animals were observed and sacrificed after
36 weeks. The surgical pieces were removed under ether
anesthesia and median laparotomy, following exploration
of the peritoneal cavity. The stomach was opened at its
greater curvature, and the duodenum and the jejunum
segment at the mesenteric border. The pieces were then
washed in saline, identified and photographed. The pieces
were extended on polystyrene plaques with the serous
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surface down, secured with pins, fixed in 10% formaldehyde
solution and plugged with a tampon for 24 hours and then
in 70% alcohol.The squamous mucosa and the gastric
mucosa were then transversally cut at the anastomosis and
pylorus level, obtaining 2 fragments of about 2 mm from
each segment. The fragments were identified, placed in
vessels with 10% formaldehyde solution and processed by
the usual methods to obtain histological cuts, which were
stained by hematoxylin and eosin.

The protocol for the histological analysis was
prepared, including the following criteria:

Squamous Hyperplasia - diagnosed when the stratified
squamous epithelium is two or more times thicker than
normal, with hyperkeratosis.

Adenomatous Hyperplasia — characterized by
proliferation of glandular structures, with endophytic or
exophytic growth regarding the submucosa and absence
of cellular atypia.

Adenocarcinoma — differentiated from the previously
described lesion by the mandatory presence of severe
cellular and structural atypias, as well as by invasive growth.

The statistical analysis employed the Chi-square test
and Fischer’s exact tests, with a 5% level of significance .

FIGURE 1 - Group I. Gastrotomy of the posterior wall of the
glandular stomach

FIGURE 2 - Group Il. DGR - Gastrojejunal anastomosis of
the posterior wall of the glandular stomach at
a 4 cm distance from the pylorus




FIGURE 3 - Group I1l. DGR-P- Gastrojejunal anastomosis
with section and ligadure of the afferent loop,
induncing duodenogastric reflux through the
pylorus

Gastric proliferative lesions induced by duodenogastric reflux in rats

Results

The macroscopic alterations found were identified as
polypoid vegetative lesions or sessile, of varied sizes, at
the gastrojejunal anastomosis level and some in the
prepyloric mucosa in group Il1. In group I, no macroscopic
lesions were identified except for discrete prominence of
the mucosa at the gastrotomy location.

Table 1 demonstrates the percentages of macroscopic
lesions found in the studied groups:

TABLE 1 - Percentages of macroscopic lesions (%) and respectives location in surgical pieces in the groups I (control), 11
(DGR) and 111 (DGR-P), n=actual number of animals

Groups n Squamous Stomach Anastomosis Prepyloric
(%) (%) (%)
| 5 0 0 0
1 ) 3(12%) 9 (36%) 0
1" 5 7 (28%) 22 (88%) 5 (20%)

Figures 4, 5 and 6 below show the stomachs of opened animals and the aspect of the macroscopic lesions found:

FIGURE 4 - Group I. Normal mucosa of squamous region
and glandular stomach

FIGURE5- Group Il. DGR - Adenomatous Hyperplasia at
the gastrojejunal anastomosis
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FIGURE 6 - Group IIl. DGR-P- Adenocarcinoma at the
gastrojejunal anastomosis

FIGURE 8 - Squamous Hyperplasia (200x). Squamous
epitheliumin Group 111 (DGR)

It should be noted that the macroscopic lesions were
more numerous both in the squamous stomach, in the
anastomosis and in the prepyloric region of Group I11 (DGR-
P), with statistical difference when compared to Group Il
(DGR) (p<0.05).

The histopathological analysis was quite detailed and
the analyzed gastric regions were:

- Mucosa at the anastomosis level (glandular stomach);
- Mucosa at the level of the squamous region;
- Prepyloric mucosa

The proliferative lesions found and analyzed were
adenomatous hyperplasia, squamous hyperplasia and
adenocarcinoma, as can be seen in Figures 7, 8 and 9 below:
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FIGURE 7 - Adenomatous Hyperplasia (200x). Gastrojejunal
anastomosis in Group 11 (Control)

-
o
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FIGURE 9 - Adenocarcinoma (200x). Gastrojejunal
anastomosis in Group 111 (DGR-P)

Table 2 demonstrates the percentages of histological
lesions (%) in the prepyloric mucosa and in anastomosis in
the studied groups.

It should be noted that in group Il (DGR-P),
adenomatous hyperplasia was more frequent when
compared with group Il (DGR), both in the prepyloric region
and at the anastomosis site, with a significant statistical
difference (p < 0.05).

Table 3 below shows the percentages of squamous
hyperplasia found in the studied groups.

The percentages of squamous hyperplasia did not
differ between groups Gll (DGR) and GllI (DGR-P) (p > 0.05).

Three lesions of the mucous adenocarcinoma type were
diagnosed at the gastrojejunal anastomosis site in group
111, during the histological examination. These lesions are
characterized by atypical columnar cells disposed in small



blocks or strings, amid abundant stroma composed of
mucous lakes. Table 4 demonstrates the percentage of
mucous adenocarcinoma found in the gastrojejunal
anastomosis mucosa.

It may be observed that adenocarcinoma occurred only
in the gastrojejunal anastomosis mucosa of group 111 (DGR-
P) with duodenogastric reflux through the pylorus.

TABLE 2 - Percentages of histological lesions (%) in the
prepyloric mucosa and in anastomosis in the
groups Gl (control), GII (DGR) and Gll1 (DGR-P)
n= actual number of animals: AH = Adenomatous
Hyperplasia AC= Adenocarcinoma

Groups n Prepyloric Anastomosis
(%) (%)
AH AC AH AC
| 25 0 0 0 0
Il s 0 0 10 (40%) 0
11 5 10(40%) O 18(72%) 3(12%)

TABLE 3 - Percentages of squamous hyperplasia (%) in the
groups I (Control), Gll (DGR) and GlI (DGR-P)
n=actual number of animals.

Groups n Squamous Hyperplasia
Control 5 0

DGR 25 3(12%)

DGR-P 25 5(20%)

TABLE 4 - Percentage of mucous adenocarcinoma (%) in
gastrojejunal anastomosis mucosa
n=actual number of animals

Groups n Adenocarcinoma

| 25 0

Il 25 0

i 25 3(12%)
Discussion

A review of the experimental research literature on the
induction of duodenogastric reflux shows great divergence
in relation to the results, probably due to the diversity of
surgical techniques used, which alter the degree of reflux,
as well as the histopathological criteria adopted.

The spontaneous neoplastic development rarely
occurs in the glandular stomach of Wistar rats. Most of the
experimental studies employ N-nitrous compounds or
nitrosamines to induce stomach carcinomas in experimental
animals and the rat offers the most facilities for research,
both of proliferative lesions and carcinogenesis*?.

The duodenogastric reflux may be obtained through
gastric resection or not. Gastric resection models simulate

Gastric proliferative lesions induced by duodenogastric reflux in rats

the existing techniques in surgical clinic (Billroth 1 or I1),
accompanied or not by truncal vagotomy?3#417:18,

In 1991, Kobayasi et al.*® investigated the influence of
the duodenogastric reflux in four groups of Wistar rats
subjected to Billroth Il gastrectomy, Billroth Il gastrectomy
with conversion to Roux-en-Y at 24 weeks, Billroth Il
gastrectomy with conversion to Roux-en-Y at 36 weeks and
basic gastrectomy with Roux-en-Y reconstruction. In that
study, the selected histological criteria were identical to
those of the present investigation, considering the degree
of cellular atypias for diagnosis of adenocarcinoma and the
benign lesions classified as squamous hyperplasia or
adenomatous hyperplasia. The authors have concluded,
through histochemical examination, that the benign
proliferative lesions presented the phenotype of gastric cells
and the malignant lesions presented the phenotype of small
intestine cells. They also concluded that the benign
proliferative lesions do not progress to adenocarcinoma
and that their incidence decreases if the duodenogastric
reflux is interrupted with the conversion to Roux-en-Y.

The possible mechanisms through which the
duodenogastric reflux would cause stomach cancer are
controversial. One of them would be the proliferation of
bacteria in the lumen of the organ, which would lead to an
increase in nitrate-reducing bacteria and induce N-nitrous
compound formation. The action of billiary acids and
lysolecithin in the duodenal juice could also destroy the
lipoprotein membrane that protects the mucosal.

In 2002, Rodrigues et al. % investigated the effect of
duodenal secretion reflux in groups of Wistar rats, with 3
experimental groups: G1 (control), G2 (submitted to
gastrojejunal anastomosis and 2 weeks later to ligature of
the afferent loop, deviating secretions through the pylorus)
and G3 (gastrojejunal anastomosis; after the 36" week,
alimentary transit was reestablished by latero-lateral
anastomosis between the afferent and efferent loops. After
a period of 54 weeks, the author concluded that the reflux
through the pylorus favored the development of
predominantly benign proliferative lesions in the gastric
mucosa. The interruption of reflux caused an inhibiting effect
on the growth of these lesions, confirming the benign
histological characteristic of these lesions. The neoplastic
development was rare in this experimental model.

Recent publications emphasized the mutagenic
potential of duodenogastric reflux, both for the gastric and
for the esophageal mucosa, associating it even to the
occurrence of Barrett’s esophagus and adenocarcinoma that
appears on this epithelium?513, Ovrebo et al. 2 studied the
histological alterations in the gastric mucosa of rats 24, 36
and 52 weeks after gastrojejunal anastomosis, concluding
that the ulcers and carcinomas appear more frequently in
the body than in the antrum, with ulcers preceding the onset
of carcinomas

In this research, the anastomosis was located in the
posterior wall of the glandular stomach and its purpose
was to compare with data in the literature whether the
anastomosis location would influence the incidence of
proliferative lesions in the gastric mucosa. Adenomatous
hyperplasia was diagnosed predominantly at the
gastrojejunal anastomosis level, presenting benign
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characteristics and in compliance with data in the literature.
It was much more frequent in group I11, in which the animals
had the duodenum closed, so that the duodenal content
had to pass through the stomach. Its benign characteristics
suggest that if the animal were operated again AH might
regress, as previously demonstrated by other authors!®2,
In the squamous epithelium that lines the proximal third of
the stomach the presence of squamous hyperplasia was
found, with a frequency that did not significantly differ
between the animals in groups 11 and 111. These results differ
from those obtained by Miwa et al. ! that reported
development of squamous cell carcinoma in a model of
induction of duodenogastric reflux similar to the present
study, although the follow-up period was 50 weeks and the
anastomosis was located close to the greater curvature of
the squamous stomach.

The adenocarcinoma diagnosed was of the mucous
type and was found in 12% of the animals in group 11 at the
gastrojejunal anastomosis level. These results were similar
to those found by the authors that used the same technique
for induction of duodenogastric reflux 81922, Detailed
studies by Rodrigues et al. # conclude that the
adenocarcinoma induced by duodenogastric reflux is
morphologically and histologically different from that
occurring in the stomachs of animals following the use of
nitrosamines.

In other experimental models employing Billroth Il
gastrectomies the incidence is high, while practically
nonexistent in Roux-en-Y reconstructions, demonstrating
that the determining factor is the duodenogastric reflux.
The time of exposure to reflux is also a determining factor
for the onset of such lesions, as found by Liu et al.?* in their
2003 study, who did not diagnose adenocarcinomas after a
3-week follow-up.

The results of this research show that the
duodenogastric reflux induced high frequency of
proliferative lesions with benign histopathological
characteristics in the mucosa adjacent to the gastrojejunal
anastomosis or the prepyloric mucosa, and that carcinomas
are rare in this experimental model.

The research in the area of experimental gastric
carcinogenesis has been achieving significant advancement
with the aid of molecular biology, opening new perspectives
to future studies and contributing for the elucidation of the
complex neoplastic transformation process.

Conclusions

The duodenogastric reflux after gastrojejunal
anastomosis in the posterior wall of the stomach of Wistar
rats induces a high frequency of proliferative lesions in the
mucosa adjacent to the anastomosis or in the prepyloric
mucosa. The histopathological characteristics of these
lesions are benign and the occurrence of carcinomas not
frequent in this experimental model.
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