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[ Abstract]  Objective To investigate the influencing factors involved in the establishment of a C57BL/6 J model
of metastatic melanoma in the lung, including the way of tumor inoculation, the number of inoculated cells and the time of
tumor formation. Methods Mouse melanoma B16F10 cells were cultured in vitro. 1) Eighteen healthy male C57BL/6 ]
mice were randomly divided into three groups. Mice in each group received 100 wL cell suspension (including 3 x 10°

melanoma cells) via intravenous, intraperitoneal and subcutaneous injection, respectively. After two weeks, the mice were
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killed and dissected, and the tumor growth and metastasis were observed. 2) Eighteen male mice were randomly divided
into three groups. Mice in each group were injected with 3 x 10° cells, 1 x 10° cells, and 3 x 10° cells through the tail
vein, respectively. After two weeks, mice were killed and dissected, and the tumor growth and metastasis were observed.
3) Eighteen male mice were randomly divided into three groups. Mice in each group were injected with 1 x 10° cells though
the tail vein. Mice were killed and dissected after one week, two weeks and three weeks, respectively. The growth and
metastasis of tumor were observed. Results 1) The success rate of lung metastasis was 100% in the mice with intravenous
injection, but not in mice receiving intraperitoneal injection and subcutaneous injection. 2) The size of metastatic
melanoma nodules were moderate in mice inoculated by 1 x 10° cells. The number of melanoma metastatic foci was too high
in the mice inoculated with 3 x 10° cells, but too low in the mice inoculated with 3 x 10° cells. 3) Significant metastatic
melanoma foci were observed in the mice killed and dissected after two weeks with no death. The number of melanoma foci

in the lung was too high in the mice killed after three weeks, while was too low in the mice killed at one week after tumor

cell inoculation. Conclusions

Intravenous injection of 1 x 10® mouse melanoma cells into C57BL/6 J mice and killed after

two weeks is an optimal method for establishment of a mouse model of metastatic melanoma in the lung, and is worth of

recommendation.
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Note. A: Long-term cultured BI6F10 cells growing at logarithmic phase. x200, Bar =5 pwm. B; 400 B16F10 cells growing at

logarithmic growth phase were inoculated into the culture dish and cultured for ten days. The culture medium was washed by PBS

and fixed by methanol. Giemsa staining.

Fig.1 Morphology and proliferation of mouse melanoma B16F10 cells
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Note. A: 3 x10° BI6F10 cells were injected intraperitoneally and the mice were killed at two weeks after tumor cell inoculation. The red
circle indicates the tumor location. B: 3 x 10° BI6F10 cells were injected subcutaneously, and the mice were killed two weeks later. The
red circle indicates the tumor location. C1: The lungs taken from a mouse after intravenous injection. C2: The lungs taken from a mouse
after subcutaneous injection. C3; The lungs taken out from a mouse after intraperitoneal injection.

Fig.2 Comparison of the tumor growth after melanoma cell inoculation through different routes of inoculation
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Note. Al Inoculation with 3 x 10°B16F10 cells. A2 Inoculation with 1 x 10°B16F10 cells. A3 Inoculation with 3 x 10° B16F10
cells. The mice were killed and the lungs were taken at two weeks after tumor cell inoculation. B Statistical chart. *** P <0. 0001.

Fig.3 Comparison of the results of inoculating different numbers of cells
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Note. Al: The lungs of a mouse killed at 3 weeks after inoculation of 3 x 10° BI6F10 cells. A2: The lungs of a mouse killed at 2 weeks

after tumor cell inoculation. A3 The lungs of a mouse killed at one week after tumor cell inoculation. B: Statistical chart. “*P <

0.001, ™ P <0.0001.

Fig.4 Comparison of tumor growth after different growth time durations
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