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Fig. 1 Newly-grown cells around the tumor tissue pieces
(a) Four days after the planting. The cells were released to the out rim
and some of them began to grow in the vicinity of the tissue (arrows
indicated). (b) Eight days after the planting. (c) Thirteen days after the

planting. Original magnification: x100.

Fig. 2 Scattered thin tissue piece cells adhered

to the flask wall and directly grew
(a, ¢) Phase contrast. Original magnification: x200 (a, b); x100 (c, d).
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Fig. 3 The growth of mouse-origin cells
in tumor primary culture
There was no GFP expression in mouse-origin cells. (a) Some of the
mouse-origin cells were shown as the arrows indicated, with one being
shown the magnified image at the lower left corner. (a, b) The
mouse-origin cells (arrows indicated, non- fluorescence) grew among the
tumor cells. (c, d) A cluster of mouse-origin stromal cells grew at the out
rim of the newly-grown tumor cells. (a, ¢) Phase contrast. Original

magnification: x100.

Fig. 4 The growth of mouse-origin cells

during the first several passages
(a) There were some mouse-origin cells at the first passage as the arrows
indicated. (b) A few mouse-origin cells could be found at passage 4.

Original magnification: x200.
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Fig. 5 Cell Species identification in different
passages by multiplex PCR
M: DL2000 marker; / ~5: Passage / ~ 5 of the cells after primary
culture; 6: NIH/3T3 cell line (mouse-origin control); 7: 293 cells
(human-origin control). Human: 391 bp; Mouse: 150 bp; IC: Internal
control, 70 bp.
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Fig. 6 The growth of tumor cells during passage
(a, b) Passage 2. (c, d) Three days after culture at low density (1 : 10) of

passage 4. Almost all the tumor cells showed GFP expression. Original

magnification: x100.
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The Observation of Cell Growth in The Primary Culture of
Transplantation Tumor Through GFP Readout

ZUO Lie-Lian"?", LU Jian-Hong"* ™", YU Hai-Bo", YU Zheng-Yuan",
YAN Qi-Jia’, HE Wei", TANG Ke", LI Gui-Yuan""
(" Cancer Research Institute, Central South University, Changsha 410078, China;
Y Department of Biology and Technology, Guilin School of Medicine, Guilin 541004, China)

Abstract The method to obtain tumor cells from the primary culture of xenograft is commonly used. As primary
culture is distinct from usual culture of single-layer cells, it also follows different patterns of cell growth. In order
to observe the cell growth law of xenograft, a cell line (293-BAC) which stably expressed GFP was firstly used to
formed transplantation tumor in nude mice. Primary culture of the tumor tissue was then conducted. Due to the
stable GFP expression in the 293-BAC cells, the cell growth was observed through GFP readout and by analyzing
the morphology of the cells from tumor tissue. Tumor cells in the masses of tissue were released to the out rim,
gradually extending to the vicinity space. Cells in thin pieces which were scattered during planting were able to
adhere to the flask wall and directly grew. There were about 1%~ 3% of mouse-origin cells growing among the
tumor cells or gathering at the outskirt of newly-grown tumor cells. The mouse-origin cells disappeared after 5
passages of subculture. After the process of tumor forming and serial subpassages, the tumor cells were
pure-sourced with stable growth property, thereby becoming good material for further research. Cell growth
patterns of reference value for transplantation tumor or related research were provided.
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