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CGI-58 resists 5-FU induced macrophage apoptosis in vitro
Hao Lijun, Chen Yujuan, Zhang Xuan, Liang Houjie, Miao Hongming, Ruan Zhihua ( Department of Oncology,
Southwest Hospital, Third Military Medical University, Chongqing, 400038, China)

[ Abstract | Objective  To determine the effect of CGI-58 on 5-fluorouracil ( 5-FU ) induced
macrophage apoptosis, and investigate the underlying mechanism. Methods CCK-8 assay was used to detect
the effect of 5-FU on the proliferation of primary macrophage ( PLKO) and CGI-58 knockdown macrophage
(CGI-58 KD). Flow cytometry was used to test the cell cycle and apoptosis of PLKO and CGI-58 KD which
were induced by 5-FU. Western blotting was employed to detect apoptosis protein ( cleaved Caspase-3) and
expression levels of 5-FU induced PLKO and CGI-58 KD. Seahorse assay was applied to test the mitochondrial
function of PLKO and CGI-58 KD. Results CCK-8 assay found that the cell vitality of CGI-58 KD +5-FU
group was reduced significantly (P <0.01). Flow cytometry results showed that after 5-FU induction, the
apoptotic rate of CGI-58 KD group was significantly higher than that of PLKO group (P <0.01). Western
blotting showed that the expression level of cleaved Caspase-3 in CGI-58 KD + 5-FU group was obviously
higher than that in PLKO +5-FU group (P <0.01). Seahorse assay detected that the oxygen consumption rate
of CGI-58 KD group was significantly decreased (P <0.01) ,ATP generation was reduced (P <0.05), and
ROS expression was increased (P <0.01). Antioxidant N-acetyl-L-cysteine could antagonize ROS increase
induced by CGI-58 deletion (P <0.05), 5-FU killing effect (P <0.05) and expression of cleaved Caspase-
3. Conclusion CGI-58 deletion can strengthen the killing effect of 5-FU on macrophage and damage the
mitochondrial function of macrophage through increasing ROS.
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KK TEGE 7 22 5 (1B 6B) o 3k 156 W] Y 9 2
RIIRe s F 1 BR ROS AT BR CGL-58 k17 S /Y F i
ALY THE

_ —&—PILKO —6—(CGI-58 KD
15000 [ —g— PLKO+NAC —8—CGI-58 KD+NAC P

1 10000
=
eyl
£ 5000
=

0

1 2 3 4
17 x 10— (. > «—cleaved Caspase-3

36 x 107> |— ————<—GAPDH

A:NAC FeLI & Seahorse Assays #-| PLKO 5 CGI-58KD E
v 2m ik ROS & ik 7K-F;B:NAC [ I /& Western blot 4 )
PLKO +5FU 5 CGI-58KD +5FU /4 =% & cleaved Caspase-3
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CGI-538KD + NAC bt

B 6 NAC F%ijg PLKO 5 CGI-58 KD W 48 41 it #
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CGI-58 KD +5-FU +
NAC 24
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DNA & /b, [/ i) FAUMP i i P AR e L8 A
RNA 737+, 5200 RNA R 28 S5 R T RE , AT
SRR AN LT 0T RO A2 i 2 R BRI
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