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[ Abstract] Objective: To explore the effects of histone deacetylase inhibitor chidamide on the proliferation
invasion, migration and epithelial-mesenchymal transition ( EMT) of murine triple-negative breast cancer 4T-1

cells. Methods: CCK-8 method was performed to analyze the effects of chidamide on the proliferation of 4T-1
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cells; flow cytometry to detect the effects of chidamide on the cell cycle and apoptosis of 4T-1 cells; Western Blot
to detect intracellular histone deacetylase 5, lysine-specifc demethylase 1 and EMT-related proteins E-cadherin,
Vimentin, MMP-9, MMP-2 expression; Transwell method to analyze the effect of chidamide on the migration and
invasion of 4T-1 cells; HE staining method to observe the pulmonary metastasis of tumor tissues and the toxicity of
chidamide on mice; ELISA method to analyze the effect of chidamide on the immune system in mice. Results: The
results of CCK-8 method showed that chidaniline had the ability to prominently inhibit the proliferation of 4T-1
cells, and its 24 h IC,, value was 43.42 pmol-L~'. Chidamide could induce G,/M phase arrest and apoptosis of
4T-1 cells. At the same time, it was found that chidamide distinctly down-regulated the mRNA and protein expression
of HDACS in 4T-1 cells, but only down-regulated the protein expression of LSD1; in addition, the expressions of
EMT-related factors E-cadherin, vimentin, MMP-9, MMP-2 were notably down-regulated. Transwell experiments
found that chidamide obviously inhibited the migration and invasion of 4T-1 cells. In vivo, chidamide of 10 mg-kg ™'
showed an outstanding suppression effect on the proliferation and pulmonary metastasis of 4T-1 cells in tumor-bearing
mice, but did not affect the body weight and the morphology of heart, liver, and kidney tissues. Conclusion:
Chidamide can depress the expression of HDACS5, LSD1 and EMT-related proteins E-cadherin, Vimentin, MMP-9 ,
MMP-2 , and inhibit the proliferation and migration of 4T-1 cells both in vivo and in vitro, indicating that chidamide
has a great potential for clinical anti-triple-negative breast cancer treatment.
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1.5 mL EP &P, f# F 1 mL ¥ 75% 2,1 ( PBS [t
i) R ERMMIIVE, 4 CEESKE, L1000
remin B0 3 min F FW DL 1 mL % PBS &4
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LK (5 wL FITC-Annexin V +5 pL PI) XU 4b 38, 1A
Tt 2 20 TR A R 0 A4 B R T IR
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HXEAKKE

RIPA %4 it Y 45 4% 21 4T-1 40 i v 1 3 78 1 9
45 B FURE S S, LA 10% SDS-PAGE ¥ it 35 17 L
7K, ARJE DL VK EE R R 1 & PVDF [, 5% iS4 1%
FEM 1 h J5, L TBST RS A 1% BSA ik
M) —i,4 CIEHE T RJ5 L TBST Y, 42 3
U FRMAA B 90 FHER % RBEE 1 h, TBST
PRI 3 WE A ECL 523, Ak 2 & 6 A%
ALY o fe g F Image T 43 B H 9 8 14540 19 K
FEAE, B W AT A B = B A 5 KA/ X R
W2 5kl KA
5 Transwell i 4 ) Bd 25 ¢ Bl 3£ 7%

] 24 FLAN KT F= A A B 20% FBS ) 1640
TR FER (AL 800 wL) , /N0 ¥ Transwell /N
FCATINA a5 2 F A 55 35 L o R s i 4 P
A iz A BRET S B AT-1 40 8 I G 1M v 1640 35 37
B O A0 A B A R AR AL 300 pL(1.5 x 107 4>
4 j ) e Fh T Transwell /NEp HRLEE 35 8 h, HUH
Transwell /NE W% 75 4 (19 15 352 501 DA & 824K )5
DL 1 x PBS ¥ YE/NE 3 Ko ), i 5 mgemL ™
45 fb 55 - B WK /N B Y8 15 min J5, DAL B K
Ve BRI, TS WA T, AN E BEMLIE I 3
ASTLEF 43 B LA 100 x 1 200 x (4 5 K A% R & .
Je BN BT ROE AL AR, BL 600 WL 45 i R
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(0.1 mol - L™ My R M 1A fift T 50% L% W i)
fdt B AR T 540 nm 4G I OD {A .

6 Transwell-Matrigel & & & B £ B H MG
MEHIRZEREN

B Transwell /NE F 24 L 40 B K% 572 M N, &
FTRE LA L= 8 L Ao FH TG i i 3% 52 R R R NE
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et G 50 A B8 1] o SR S 45 TR T 9 0 A P IR A i Ak B
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R ¥R LGS SR g B SO0 WU T IR 1
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7 SERFBESEE S PCR #ill mRNA B3R %

PY 3k 7 e b BRI S B 4T-1 20 i W 35 8 35 3
PBS PR3 . AEFLINA 800 L Trizol Z4 i 7S FLAR
A, R A AR E 1.5 mL EP 8N, &
BEIMA 300 wL G475 78535235 o T 2 I i A
SR SRIG T 4 °C 13000 r-min "' B0 10 min, §%
LSRR EP EE, BE A 300 pL RHE, 7
SRA)E T vk i ® 10 min, 4 °C .13 000 r+ min '
Bl 10 ming 3E BV, BEMA 1 mL 75% £ B
(DEPC /K it B ) YEULVE,4 °C (13 000 r-min ', &
O 10 min, B HEE 1R, F BIEEY EP B
TEWEANHE S min L KER OB, BEIMA
30 pL DEPC 7K 78 53 %5 fif RNA JT3E , 5840 53 6O6 B
PR G RNA R . e fa B0 S pg &2 RNA, LU §%
SRR & UG A5 AT S Sk 45 B cDNA B — 55, DA
SR GAPDH iy N 2 58 AN H /) 3% ) mRNA (1) 4
XFFIBAK . BRI 1R,

F 1 SNFOLE B PCR XS F 5

HH 1975 (57— 37)
m-GAPDH-F TGACCTCAACTACATGGTCTACA
m-GAPDH-R CTTCCCATTCTCGGCCTTG
m-HDACS5-F GCGTACAGCAAGACCTTTCAAA
m-HDAC5-R AGATGTTGTCTGGGAAGAAGGC
m-LSDI-F GTGGTGTTATGCTTTGACCGT
m-LSDI-R GCTGCCAAAAATCCCTTTGAGA
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1), % Graph Pad Prism 8.0 #1144, VG 1k 4 i %
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pmol« L™ 74 3k AR Ji /E H] 24 h #4 4T-1 40 g Jy 52 56
AR5 Y Ab B ARG 4T-1 20 A X B2
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