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Medium was changed to serum-free IMEM for 1 day and then MCF7 cells were treated with
10° M tamoxifen for 1 day. The agar mixture contains 25 ml of 2.5% soft agar, which was
autoclaved and, after cooling to 40 to 50 'C, 25 ml of double strength

IMEM, 45 ml of IMEM, 5 ml of charcoal-treated calf serum, and 0.1 ml of insulin in the
presence and absence of 0.1 ml of 10 M tamoxifen were added. The final agar
concentration was 0.62%. The bottom layer of agar contained 7 ml of agar mixture and the
top layer of agar contained 2 ml of agar mixture and 1 ml of cell suspension, yielding a final
agar concentration of 0.41%. Seven ml of soft agar mixture were transfered to plastic 4-well
plates. Agar plates were then allowed to stand at room temperature until solidified. The top
layer of soft agar and cells (0.7 to 1 X 10° cells/plate of MCF-7 cells pretreated with
tamoxifen) mixture were plated on the bottom layer of soft agar and incubated at 37°C in the

incubator for 1 day. Then 1 ml of IMEM supplemented with 5% charcoal-treated calf serum
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with 10°M tamoxifen was added on the top layer of soft agar. Once a week this medium
was changed. MCF-7 cells were allowed to grow for 6 to 8 weeks to become 2- to 3-mm
diameter colonies. Then colonies were isolated with a sterile Pasteur pipette and grown up
sequentially in 24-well dishes, progressing to larger flasks with IMEM and 5% fetal

calf serum. The efficiency of colony formation for wild type cells was reduced from 10" to
10* by the addition of 10°° M tamoxifen. One variant, R27, selected in tamoxifen which has

remained stably resist ant to tamoxifen for 6 months, is characterized in this study[1].
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We injected tamoxifen intraperitoneally on three consecutive days at doses between 0 and
90 pg/g body weight/day in 6-week-old mice. We were surprised to observe death in

the aMHC-MerCreMer strain at tamoxifen doses of 60 and 90 ug/g body weight. To
determine whether this mortality was associated with the given dose of tamoxifen, we
analyzed Kaplan-Meier curves . No death occurred after injecting one single dose of 1 or 5
Mg tamoxifen/g body weight. Injecting 3x30 pg tamoxifen/g body weight caused 10%
mortality [P>0.05 compared with oil injection (control)] and 3x40 ug tamoxifen/g body weight
was associated with 18% mortality (P>0.05 compared with oil). Injecting 3x60 and 3x90 ug
tamoxifen/g body weight caused 50% mortality within 7.5 days (P<0.02 and P<0.05,
respectively, compared with oil). At 1-2 days prior to death, some of these mice showed
severely decreased activity and hypothermia. These severely ill-appearing mice were
euthanized 2—6 days after tamoxifen administration. Their hearts appeared soft and dilated,
and the myocardium was inflamed, swollen and disorganized. In summary, the incidence of
early mortality when inducing Cre activity in cardiomyocytes was dependent on the
tamoxifen dose[2].
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[1] Isolation and characterization of a tamoxifen-resistant cell line derived from MCF-7
human breast cancer cells. - ScienceDirect

[2]Moderate and high amounts of tamoxifen in aMHC-MerCreMer mice induce a DNA
damage response, leading to heart failure and death | Disease Models & Mechanisms | The
Company of Biologists
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Dalian Bergolin Biotechnology Co., Ltd
10 mM 0.2692 mL 1.3459 mL 2.6917 mL
50 mM 0.0538 mL 0.2692 mL 0.5383 mL
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