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R, LRSI I FENT R BT A SR MR AR R R RS s SR ELISA ARSI 45 2E 4R BRI v HH I eg PR BE X - (tumor necrosis
factor alpha, TNF-a). FIZHli/%-6 Cinterleukin-6, IL-6) A1 IL-1p 7K>F; K qRT-PCR #:A6 8- 4L 41 5 g 4 248% [H 1« B
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p-mTOR/MTOR. p-AMPK/AMPK. p-ERK/ERK # p-p38/p38 & KA /KF (P<<0.05. 0.01. 0.001), &3 Fii4ifa-F PD-L1
MRNA Eik/KF (P<0.05). £t R EREA Y, KEBIRE R E MBI LK (P<<0.05. 0.01), FRLAHKMEE S
HBERAR R, BEEEMET TNF-o. IL-6 F1 IL-1B K°F (P<<0.05. 0.01. 0.001), W3R LIH NF-xB.
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Study on mechanism of Qizhen Capsule against colon cancer

GUO Dan-dan, GUO Cheng-jie, SANG Ting-ting, WANG Yu-jie, WU Kai-kai, GUO Cui-ling, FANG Liu,
WANG Xing-ya
Zhejiang Chinese Medical University, Hangzhou 310053, China

Abstract: Objective To explore effect and mechanism of Qizhen Capsule (2 k%) on human colon cancer cell HCT116 and
transplanted tumor models in nude mice. Methods HCT116 cells were treated with Qizhen Capsules for intervention. MTT and flow
cytometry were used to detect cell survival and apoptosis; Western blotting was used to investigate the effects of Qizhen Capsules on
poly ADP-ribose polymerase (PARP), B-cell lymphoma-2 (Bcl-2), Caspase-3, Caspase-9, cleaved Caspase-9, mTOR, phosphorylated
mTOR (p-mTOR), adenosine monophosphate-activated protein kinase (AMPK), p-AMPK, extraeellular signal-regulated protein
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kinase (ERK), p-ERK, p38 and p-p38 expressions; qRT-PCR was used to detect the effect of Qizhen Capsule on programmed death
ligand 1 (PD-L1) mRNA level. Transplanted tumor model of colon cancer in nude mice was established, effects of Qizhen Capsule on
body weight, tumor volume and tumor weight of nude mice were investigated; ELISA was used to detect tumor necrosis factor alpha
(TNF-a), interleukin-6 (IL-6) and IL-1p levels in serum of nude mice; qRT-PCR was used to detect nuclear factor-kB (NF-xB), TNF-q,
IL-6, CD68, monocyte chemoattractant protein-1 (MCP-1), inducible nitric oxide synthase (iNOS) and PD-L1 mRNA levels in tumor;
Western blotting was used to investigate PD-L1 expression in tumor tissues of nude mice in each group. IFN-y was used to induce
HCT116 cells to investigate the effect of Qizhen Capsule on cell survival rate and PD-L1 expression. Results Qizhen Capsule
significantly inhibited the survival rate of HCT116 cells (P < 0.01, 0.001), significantly promoted cell apoptosis (P < 0.01, 0.001),
significantly down-regulated expressions of Caspase-9, Caspase-3 and Bcl-2 in cells (P < 0.05, 0.01), significantly up-regulated
expressions of cleaved Caspase-9, cleaved PARP, p-mTOR/mTOR, p-AMPK/AMPK, p-ERK/ERK and p-p38/p38 in cells (P < 0.05,
0.01, 0.001), significantly down-regulated PD-L1 mRNA level in cells (P < 0.05). In transplanted tumor model of colon cancer in nude
mice, Qizhen Capsules significantly inhibited the growth of transplanted tumors (P < 0.05, 0.01), reduced the body weight of nude
mice caused by fluorouracil, significantly reduced TNF-a, IL-6 and IL-1f levels in serum (P < 0.05, 0.01, 0.001), significantly reduced
mRNA levels of NF-xB, TNF-¢, IL-6, CD68, MCP-1, iNOS and PD-L1 in tumor tissues (P < 0.05), significantly reduced PD-L1
expression in tumor tissues (P < 0.01). Qizhen Capsules significantly inhibited PD-L1 expression in HCT116 cells induced by IFN-y
(P < 0.001). Conclusion Qizhen Capsules can inhibit the occurrence and development of colon cancer by inducing cell apoptosis,

inhibiting inflammation and PD-L1 expression, which may be a potential immune checkpoint inhibitor.
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& (HIk'5 5536S). IR EERIE LS FE (adenosine
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A 20 uL MTT ¥ (5 mg/mL), W55 4 h; &E5Lin0
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ST % (0.34 0.4, 0.5, 0.6, 0.7 mg/mL)
W, BHHHEMNAHNLA), SRAMANE 4
EEFREL, B59% 24 h, WEE4HHE, DA% Annexin
V-FITC/HUALTARE (PD) &5 A SRR &, LI
H 15 min, R0 MO 40 B T L, DA
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Fig. 2 Effect of Qizhen Capsule on apoptosis in HCT116 cells (x +s ,n=3)
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