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in an inverted orientation between the CaM 35S promoter and the Nos 3’ termination sequence. Transgenic
tomato plants were obtained by Agrobacterium-mediated transformation of cotyledons. PCR detection and
Southern blot analysis confirmed the integration of antisence LeETR1 gene in tomato genome. Ethylene pro-
duction peak of transgenic fruits appeared 10d after control. After 30 days in normal room, transgenic tomatos
evevtually developed an orange colour but never turned red. These datas suggest that LeETR1 was closely cor-
related with the ripening of tomato fruits.
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IN SITU RECIRCULATING COLLAGENASE PERFUSION
METHOD FOR ISOLATION OF PIG HEPATOCYTES

CHEN Zhong™* **

DING Yi Tao™

(™ Department of General Surgery, Affiliated Hospital , Nantong Medical School , Nantong 226001
(™ Department of Hepatobiliary Surgery , Affiliated Drum Tower Hospital , Medical School , Nanjing University , Nanjing 210008)

ABSTRACT In this study, we established in situ recirculating collagenase perfusion method for isolation

of pig hepatocytes and compared it( Group A)with extracorporeal two-step collagenase perfusion method(Group

B) . Portal vein and inferior vena cava in pigs were cannulated. Pig hepatocytes were isolated by in situ D-Hanks

solution and recirculating collagenase perfusion method using domestic circulating perfusion apparatus, and cul-

tured at 5 X 10°/ml in serum-contained medium. Yield, viability, protein and glucose syntheses, and LDH activi-

ty were evaluated during 7d of culture. These indices were all determined in the Group B. The results showed

that yield of isolated hepatocytes was 5.1 X 107 /g liver tissue in group A. Cell viability was 98.6% on day 0

and 89.5% on day 7. Protein synthesis of hepatocytes was stable over the course of 7 d. Glucose synthesis of
hepatocytes declined from 1.05 £ 0.15 nmol/cell on 1d to 0.74 + 0.09 nmol/cell on day 3. The yield and via-
bility were higher and protein synthesis and glucose synthesis of the hepatocytes in Group A were much effec-

tive than in Group B. Therefore, large quantities of hepatocytes with high viability and better function could be

acquired by in situ recirculating collagenase perfusion method for isolation of pig hepatocytes.

Key words: Hepatocyte Isolation

Collagenase

Culture Bioartificial liver
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