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Background/aim: The aim of the present study was to explore the cytotoxic
effects of 5-FU, in combination with inhibition of Dclkl, a tumor stem cell marker that regulates
pro-survival signaling in colorectal cancer cells, in the human colon cancer cell line, COLO-320.
Materials and methods: The effects of 5-FU treatment plus Dclkl inhibition on the phosphorylation of

Chkl, cell cycle, DNA damage, apoptosis, and cell survival in COL0O-320 cells were evaluated.
Results: Combined treatment with 5-FU and a Dclkl inhibitor, LRRK, decreased 5-FU-induced
phosphorylation of Chkl and canceled 5-FU-induced cell-cycle arrest at the S phase. Combined
treatment with 5-FU and LRRK failed to induce poly (ADP-ribose) polymerase 1 (PARP-1) cleavage, but
tended to decrease cell survival compared to individual treatment with 5-FU or LRRK. Conclusion:
These results indicate that a combination of 5-FU and LRRK may be an effective, novel approach for
colorectal cancer therapy.
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COLO-320
Tsukuba, Japan COLO-320 10% RPM11640
5%CO- 37°C
5-Fluorouracil 5-FU Sigma-Aldrich St. Louis, MO, USA DMSO
4°C LRRK2-IN-1 LRRK ChemScene Monmouth Junction, New Jersey, USA
DMSO -80°C
COLO-320 DMSO 5-FU 10uM LRRK
50uM 5FU 10uM LRRK 50uM 24 48
1:1000 1 4°C TBST
1:5000 2 1 1
DCAMKL1 Abgent, San Diego, CA, USA Phospho-Chk1 S317 Cell Signaling

Technology, Danvers, MA, USA Chk1 Abcam, Cambridge, UK PARP-1 F-2 Santa

Cruz Biotechnology, Santa Cruz, CA, USA a - Santa Cruz Biotechnology
2 horseradish peroxidase HRP
Dako, Glostrup, Denmark
GO0/ G1 COLO-320 10 FBS
RPM11640 RPM 11640 24 RPMI11640
DMSO 5-FU 10uM , LRRK 50pM 5-FU 10uM LRRK 50uM
RPMI11640 10 FBS 48
140 x g 5 70% -20°C 60
Cell Staining Buffer BioLegend, San Diego, CA, USA
propidiumiodide Pl / RNase Immunostep, Salamanca, Spain FITC H2A.X
Phospho Ser139 Biolegend BD FACSCalibur BD Biosciences, San Jose, CA,
USA
COLO-320 96-well 1x 10* /100ul/well 24
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LRRK 20uM 48 Cell Count Reagent SF Nacalai Tesgue 4
450nm iMark Bio-Rad, Hercules, CA, USA

JMP Pro 13.1.0 software SAS Institute Inc.
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