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STUDY ON TRYPTASE IN THE MAST CELL IN THE DIGESTIVE TRACT OF INDIAN
BULLFROG (RANATIGRINA RUGULOSA) BY AN IMMUNOHISTOCHEMICAL

METHOD

LIN Xuan, WANG Shou-Kun, CHEN Mei-Fang, |[LIN Shu-Gen|and HUANG Yu-Zhang

(College of Animal Science, Fujian Agriculture and Forestry University, Fuzhou 350002)

Abstract: A murine monoclonal antibody (AA1) raised against human mast cell tryptase was used in this experiment to

investigate the possibility existence of tryptase-positive mast cells of the digestive tract tissue which collected from

Indian bullfrog (Rana tigrina rugulosa) by Elivision™plus immunohistochemical techniques. To prove its reliability,

Alcian blue-Safranin O staining and modified toluidine blue staining was compared with this method when gastric can-

cer tissue from an adult man was used as a positive control.

Four healthy Indian bullfrog weigh 150—200 g were used. After opening abdominal cavity, the esophagus, stoma-

chus cardiacus, stomachus fundus, stomachus pylorus and small intestine (duodenum, jejunum and ileum) were fixed in

the 10% neutral buffered formalin (10% NBF) and Carnoy solution respectively, dehydrated, transparentized, embedded

and sliced into 6um sections. Immunohistochemistry Kit, murine monoclonal antibody (AA1) raised against human mast
cell tryptase, Elivision'" plus Polyer HRP (Mouse/Rabbit) IHC Kit, Trypsin Kit, Poly-L-lysine, DAB Kit, and gastric
cancer tissue from an adult man used as a positive control were bought from Fuzhou Maxim Biotech Inc. The experi-

ment was conducted as following: (1) Washing the slices by PBS (pH7.4) (3 x3min) after dewaxing and hydrating. (2)

Hatching trypsinase 15—20min in incubator at 37°C for repairing antigen. Rinsing in PBS (3 x 3min). (3) Sections were
incubated overnight at 4°C with monoclonal antibody (AA1). (4) Rinsing in PBS (3 x 3min). (5) Removing PBS and

adding 50 pL polymer intensifier to each slice, incubating at room temperature for 30min. (6) Rinsing in PBS (3 x 3min).
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(7) Removing PBS and adding 50uL enzyme-mark polymer against murine, hatching at room temperature for 30min.
(8) Rinsing in PBS (3 x 3min). (9) Removing PBS and dropping 100puL fresh DAB Kit, studying it under a microscope
for 3-10min, the positive showed brown. (10) Finishing coloration with the distilled water. Hematoxylin stained. Dehy-
dration, clearing, and mounting with neutral gums. Group was carried out with the same steps murine monoclonal anti-
body (AA1).

The research demonstrated that the Indian bullfrog mast cells contained tryptase in their cytoplasm granules, and
there was an excellent cross-reaction between monoclonal antibody AA1 and mast cells obtained from the Indian bull-
frog tissues fixed by 10% neutral buffered formalin. The cytoplasm of tryptase-positive mast cells was dyed brown yel-
low. The research found that the distribution of positive cells of Indian bullfrog tissue dyed by AA1 were different from
ones of Alcian blue-Safranin O and the modified toluidine blue staining. In Indian bullfrog, the number of tryp-
tase-positive mast cells was small, and the positive reaction of them was weaker than gastric carcinoma interstitium in
human. The tryptase-positive mast cells were mostly distributed in the base of enteron mucosa epithelium, lamina pro-
pria, base of intestinal villus, oesophagus gland and stomachus gland. The distributions of them were similar with mu-
cosal mast cell (MMC). While the tryptase-positive mast cells did not exist in the distributional range of connective
tissue mast cell (CTMC) such as digestive tract mucosa connective tissues. A number of mast cells dyed by the modified
toluidine blue staining and Alcian blue-Safranin O staining were mostly distributed in the digestive tract mucosa lamina
propria, submucosa, gland interstitium, muscular layer and ectoblast connective tissues. It showed that not all Indian
bullfrog mast cells had tryptase. Maybe the MMC of Indian bullfrog had tryptase but the CTMC did not. The number of
tryptase-positive mast cells of Indian bullfrog was small and the positive reaction of tryptase-positive mast cells was
weaker than gastric carcinoma interstitium of human. The study showed that the tryptase content in mast cells cytoplasm
granules of Indian bullfrog was low. Indian bullfrog belonged to lower vertebrates, and these phenomenons possibly

correlated with lower level of biological evolution. These problems remained to be further researched.
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1. The immunohistochemistry of mast cell in the esophagus lamina propria x1000; 2. The immunohistochemistry of mast cell in the stoma-
chus cardiacus lamina propria x1000; 3. The immunohistochemistry of mast cell in the stomachus fundus lamina propria x1000; 4. The im-
munohistochemistry of mast cell in the stomachus Pylorus lamina propria x1000; 5. The immunohistochemistry of mast cell in the intersti-
num duodenum lamina propria x1000; 6. The immunohistochemistry of mast cell in the Interstinum jejumum lamina propria x1000; 7. The
immunohistochemistry of mast cell in the Interstinum ileum lamina propria x1000; 8. The immunohistochemistry of mast cell in the la Inter-
stinum rectum lamina propria x1000; 9. The immunohistochemistry of mast cell in gastric carcinoma interstitium of human x1000; 10. Mast
cell in the interstinum duodenum submucosa (Alcian blue Safranin O staining) x1000; 11. Mast cell in the esophagus lamina propria (The
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