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Regulation of triptolide on histone demethylase in multiple myeloma U266 cells
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Abstract: Objective To elucidate the effects of triptolide on histone demethylase in multiple myeloma U266 cell and to investigate its
epigenetic regulation. Methods The inhibition of triptolide on U266 cell proliferation was studied by MTT assay. Apoptosis was
evaluated by Annexin-V-FITC/PI-labeled flow cytometry. The changes of mRNA expression of histone lysine demethylase 1 (LSD1) and
histone demethylase JMJD2B in U266 cells were verified by RT-PCR. Furthermore, laser confocal fluorescence microscopy (LCFM) was
used to observe the subcellular localization and content of protein of LSD1; Changes of protein expression in LSD1 and JMID2B
interfered by triptolide were studied by Western blotting analysis. Results Triptolide inhibited U266 cell proliferation in a dose- and
time-dependent manner and its ICso of 24 h was 153.2 nmol/L. The triptolide-treated cells exhibited a significant apoptotic morphology
with the total apoptosis rate of 32.9% after exposed to triptolide (80 nmol/L) for 24 h. JMJD2B was significantly depressed at protein
expression, but LSD1 was upregulated at protein expression, both of them in a dose-dependent manner. Conclusion Triptolide could
inhibit U266 cell proliferation, induce the apoptosis, meanwhile, significantly alter the expression of LSD1 and JMJD2B. The apoptosis
induction and the antitumor effects of triptolide is probably related to the regulation of LSD1 and JMJD2B expression.
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Fig. 1 Effects of triptolide on U266 cell proliferation
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Fig. 2 Effects of triptolide on apoptosis of U266 cell after treatment for 24 h
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Fig. 3 Effects of triptolide on mRNA expression
of LSD1 (A) and JMJD2B (B) of U266 cell
after treatment for 24 h
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Fig. 4 Effect of triptolide on distribution of LSD1 protein in U266 cell after treatment for 24 h

depiikig Rt B T RS,

21 85 11 2 B EAL I (histone demethylase, HDM)
SRR A E SN, TG AL AR IR A
A R EPE R b AR Geasi At o, M ALAE MG
FE A T NZEIhR i 3L R e A1 AR 1 R
R IR AL E 27 Rz P, plLdoE
A1 ER 1 AL (histone methyltransferase, HMT)
A HDM 3L R Sh AR A5 4L 1 e,

WA I S ik, AEREVUAR IR, 7E4 i
I TS A i R e R AR Y, P
107 0 S BUMRT 0 A0 ARSI R B, A HE PR
B 4] HDM (380K, 1X A T Ae 26 AR IE
0 3 1 R

LSDI1 &R ZE—A HDM, & KI5 5 s
FYIMOC. BIHACNIE, CFE 2 B0 41 f 2 A0 5
RWBRE Clnpr s . B, LS. il



¢ 3% Chinese Traditional and Herbal Drugs 3% 43 % 2% 10 #§ 2012410 A

1979

p-actin 43%10*

1.5%10°
IMJD2B

LSD1 1.1%10°

oy TATHE A R
80 nmol-L™"

B5 TJRBMESEZ(ER 24 h 3J U266 A8 LSD1
#1 JMJID2B &R FRILHIF M
Fig. 5 Effects of triptolide on protein expression of LSD1
and JMJD2B in U266 cell after treatment for 24 h
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