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(HE] T=5B8: 58 &M (5-azacytidine, 5-azaC) fEN—PIDNA L 5L R B il 7 LE I AR b O T 2 FhoB
IR IR YT, B J%5-azaCAE BB TR AR H IOBE FUAB X B0/ o 98 1o 1t 2 SR 2 BERE i 2 —, R BRI IR T T AL AR
Ao Notchlf5 5@ B RE &R A KIEMETME L —, SAMMIGH. E28 LTS UIMC. S R
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IR SR A E B RSB SRR . AR EIEE (Western blot) A5 I 75 B4t B bk 75 2547
AL FRZH 55 2 [ 5 B2 A T2 A5 I A T AR BT R B - XL (B-cell lymphoma-extra large, BCL-XL) F3Rik; KAk
I 98 e 5 B IR A S )W, (real-time fluorescent quantitative polymerase chain reaction, RTFQ-PCR) JzWestern blotZy 14l
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[ Abstract] Background and purpose: 5-Azacytidine(5-azaC) is a DNA methyltransferase inhibitor, and has been used to treat

many kinds of malignant tumors. However, studies on the role of 5-azaC in esophageal cancer are insufficient. Evading apoptosis is a
major feature of tumors and also a hot spot for anti-tumor therapy. Notch1 signaling pathway is one of the most important pathways
involved in initiation and development of esophageal cancer, and is closely related to cell proliferation, invasion and apoptosis.
This study aimed to investigate the influence of 5-azaC on cell apoptosis and Notchl signaling pathway in esophageal cell lines, so
as to explore the possible mechanism of treatment with 5-azaC. Methods: TE-1 and OE33 cell lines were treated with 5-azaC in a
concentration of 50 umol/L and inhibitory effects of 5-azaC in esophageal cell lines were estimated using cell counting kit-8 (CCK-8).
Then cell morphology was visualized using optical microscopy. Flow cytometry and Western blot were used to determine apoptotic
rate and to analyze expression of B-cell lymphoma-extra large (BCL-XL), an anti-apoptosis protein, respectively. And finally, real-

time fluorescent quantitative polymerase chain reaction (RTFQ-PCR) and Western blot were employed to explore expression changes
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of Notchl and Notch intracellular domain (NICD). Results: 5-AzaC was able to induce apoptosis, and had a remarkable inhibitory

effect on esophageal squamous carcinoma TE-1 and adenocarcinoma cell line OE33. Increased mRNA expression of Notchl was

observed following treatment with 5-azaC, while protein expression of Notchl was unchanged and NICD showed significant decline

in TE-1 and OE33 cell lines. Conclusion: 5-AzaC has strong apoptosis-promoting effect on both esophageal squamous carcinoma

TE-1 and adenocarcinoma cell line OE33, and the mechanism may be related to the inhibition of Notchl signaling pathway via

downregulating NICD protein.
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M RNA, M= dhaR AU, PI20 pLifk
A S sk 3 ecDNA . RTFQ-PCR Y J B 2% 1F
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100%; TE-140M15-azaCab B 40 I FE 15 F N
(66.25+3.42) %, S¥BAMLL, ZHE51T
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Fig. 1 5-azaC inhibited the proliferation of TE-1 and OE33
esophageal cancer cell lines

**: P<0.001, as compared with TE-1 control group; ****: P<0.000 1,
as compared with OE33 control group
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(TE-1: P<0.05; OE33: P<0.01, K2) .
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BCL-XL) myRisZ4k (E3) , 5-azaCb3)5
PIFP AU BCL-X LAY A T B ( TE- 11X RN
1.647 +0.191, TE-1 5-azaCZH J71.020 + 0.142,
P<0.05; OE33X%/M84{ 51.188 +0.065, OE33
5-azaCZH 40.409 + 0.075, P<0.0001)
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ffraE (F4)
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Fig.2 Apoptotic rates of control groups and 5-azaC treated group detected by Annexin V PE

A: TE-1 cells without treatment of 5-azaC; B: TE-1 cells treated with 5-azaC; C: OE33 cells without treatment of 5-azaC; D: OE33 cells treated with
5-azaC; *: P<0.05, as compared with TE-1 control group; **: P<0.01, as compared with OE33 control group
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T') 0 5 i Ak ok k . .
2 . A: TE-1 cells without treatment of 5-azaC; B: TE-1 cells treated with
S 5-azaC; C: OE33 cells without treatment of 5-azaC; D: OE33 cells
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Fig.3 Anti-apoptosis protein BCL-XL was downregulated by RS e ey
treatment of 5-azaC in TE-1 and OE33 cell lines ( £<0.01 ) ’ ﬁxrj‘,\\\/ﬁ@‘%%{lﬁj ( @5 ) °
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compared with OE33 control group @HE]Western blotﬁmu wjﬁq é[H H@% ':F' Notchl
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730

& B 5 S AXMIETBRIMGNotch BEESEERARET

FEHAMHENotchdi g N IX. ( Notch intracellular
domain, NICD) WIFE HEKIX, KMl
M 2 Ak #2556 BE 2 Noteh 138 3k 8 A4S 4[]
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Fig. 5 The relative expression of Notchl1 after treatment with
5-azaC

*: P<0.01, as compared with control group
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Fig. 6 Notchl protein expression was kept unchanged and NICD
was downregulated significantly when treated with 5-azaC in both
TE-1 and OE33 cell lines

*: P<0.01, as compared with control group; **: P<0.000 1, as
compared with control group
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