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Establishment and identification of tumor fibroblast model
ZHU Hong-mei' , TANG Wei-xue’, ZHOU Wei-ping' , ZHANG Xiao-yan’, MA Jing’ , ZHENG Wei-ping’ (" Institute of Hepatitis,
Second Affiliated Hospital, * Department of Pathophysiology, Chongging University of Medical Sciences, Chongqing 400010, China)

Abstract: Objectives To establish the cell model of fibroblast in tumor and explore its malignant bionomics
for providing valuable cell model for studying their transforming mechanism and develupinér drugs targeting the tumor
stroma in the future. Methods The murine normal fibroblast cells, Ly, were cultured with the supernatant of mu-
rine hepatocellular carcinoma cells, Hy, , for three and a hall months, and l-Hs, cells were acquired with stable
growth. Then the changes of their biological characteristics were determined by light microscopy, electron microsco-
py, karyotype analysis, and MTT assay. The expressions of PCNA, bel-2, MMP-9, TN, and tolomerase activity were
detected by immunocytochemistry and RT-PCR, respectively. The ability to synthesize proteins and the effects of their
supernatant on Hy, growth were determined. Results  Abnormal nuclei and multinuclei were observed in Log-Hy
cells, and their chromatosome modes increased slightly. As compared with the parental cells, the population doubling
time of Lyy-H,, cells shortened (¢ =2.654 1, P <0.05), mitotic indices increased (Xz =4.525, P<0.05), the
expressions of PCNA, bel-2, MMP-9, and TN enhanced (¢t =3.3055, P <0.01). Lyy-Hs cells were more sensi-
tive than Loy to anticancer drugs with inhibitory effect on S-phase or S- and M-phase or cell skeleton (¢=3.015 2,
P <0.05). The ability to synthesize proteins and telomerase activity enhanced (¢ = —5.901 1, P <0.001; ¢t =
-40.416 3, P <0.001). Their supernatant promoted H,, cells growth. Conclusion The results suggest that L-
H,, cells have some biological characteristics of the fibroblasts derived from tumors, including more quick prolifera-
tion, longer survival time and more functions, stronger expression and secretion of some growth factors, and can act
as a cell model for developing drugs targeting tumor stroma in the future.
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Fig 1 Morphology of Loy-Hy, cells observed by light microscopy
(Wright's staining x 200)

Long pike: Abnormal nuclei, nucleoli edging, the nuclei/eytoplasm value
getting larger, the mitochondrion getting more but swelling (pike a); golgi
complex (pike b)

2 Lo-Hp MIRHASEEWE  (TEM x 6 000)

Fig 2 Morphology of Ly-Hy, cells  (TEM x 6 000)
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Fig 3 Cell growth curves of Lyy and Lyy-H,, cell lines by
counting method
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Fig4 Cell growth curves by MTT assay
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Tab 1 Cytotoxic effect of anticancer drugs on Hy, , Loy-Hy, , and Loy cell
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