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Oridonin inhibits proliferation of Jurkat cells via the down-regulation of Brgl

YE Zhen-Zhen, XUE Fei-Long, DING Wen-Ping, KONG Xiang, SHEN Yi-Na. Department of Pediatrics, Yijishan
Hospital, Wannan Medical College, Wuhu, Anhui 241001, China (Shen Y-N, Email: synsyn5252@sina.com)

Abstract: Objective  To investigate the effect of oridonin on the human acute lymphocytic leukemia cell line
Jurkat and its mechanism. Methods Jurkat cells were cultured in vitro and treated with various concentrations (0, 1.25,
2.5, 5, and 10 umol/L) of oridonin for different lengths of time (24, 48, and 72 hours). The proliferation of Jurkat cells
was analyzed by MTT assay. The changes in nuclear morphology were evaluated by fluorescence microscopy at 12 hours
after treatment with various concentrations of oridonin. The expression levels of Brgl, P53, and C-myc were determined
by semi-quantitative Western blot in Jurkat cells treated with various concentrations of oridonin for 24 hours or 5 pmol/L
oridonin for various lengths of time (0, 2, 6, 12, and 24 hours). The expression levels of P53 and C-myc and proliferation
of Jurkat cells were evaluated after Brgl expression was knocked down by Brgl-specific siRNA. Results  Compared
with the control group, the proliferation of oridonin-treated Jurkat cells was significantly inhibited in a concentration-
and time-dependent manner (P<0.05). According to the florescence microscopic analysis, oridonin treatment led to
nuclear pyknosis in Jurkat cells. Compared with the control group, Jurkat cells treated with 5 umol/L oridonin had
reduced expression of Brgl and C-myc but elevated expression of P53. Brgl knock-down led to a significant reduction
in proliferation of Jurkat cells (P<0.05), up-regulated expression of P53, and down-regulated expression of C-myc.
Conclusions  Oridonin can inhibit the proliferation of Jurkat cells, probably via the Brgl signaling pathway.

[Chin J Contemp Pediatr, 2017, 19(11): 1208-1212]
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Jurkat ZHMIREIE A P EREBE A o R bE
FEBEAM BT IR 0 Al B R A VY 2 A
YN ), T DMSO % 5); RPMI 1640 K5 37 5 |

5 45 13 A1 DPBS 1 H Gibeo 2 Hl; T Brgl E

{4 . Control siRNA FI Bgrl siRNA 4 [ Santa cruz 2
A3 P PS3 PR, BT C-myc HUAIE A Cell Signaling
Technology (CST) 24 wl; #i Actin 5T 1K 19 H
Proteintech /A F]; Lipofectamine 2000 g AL ek
FIFD Opti-MEM DI 75 35 75 304 | Thermo Fisher
ATl MTT 2 Sigma 2777, # T DPBS ¥l
DAPL 3% 43 . HRP #ric 59 L1 £ 5T 4 F HRP
PR B L0 BRI A 252 KA,
1.2 fpaiEs

% 10 % Jifi 7 1L 75 B9 RPMI 1640 85 35 1 T
37°C. 5% CO, MIEARE R IR h I IR, B

WAL —IR
1.3 MTT &4 N4 patEsE 5 R

Jurkat 40 ML F% 1 x 10°/mL %5 BE 3270 T 96 FL 55
I, s Al (USEEFR, JCaIasr )
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20 2 R SCHR DR A B R LR BEE R 125
2.5, 5 110 pmol/L, B4l 3 MR FL, 430k
24, 48 F172h, fILA MTT W, 4hJ5MA 10 %
SDS 8, FEEFFRXAE 562 nm P T E WG

(OD) fH, FHEH 3K,

HHMEAEIG 3 (%) = (L5020 OD A / Johb s
0 ODfH ) x 100%, JoAub B4 A28 41 /% oD {
P 245 (4l oD fH.

1.4 DAPI##&

Jurkat 40 M F% 1 x 10%mL )% B4R T 12 1L
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10 pmol/L YA B R AL FE 12 h (RN EEAL X
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TE 200 53] 8 90 035 N AR iz R A, 58
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BB A, AR LS Y Jurkat 41 i B R
6 h, FIIAR 20% G413 1) RPMI 1640 537K
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JE¥IH 1:1000, = FEE 1h, YEBE MBI
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21 ZZFERZEX Jurkat 48R 5EAY 0

ANEHEE (1.25, 2.5, 5 F1 10 pmol/L ) 4 1
TR AN 24 48 B 72 h I A 40 I AR A R B Bl
4 R FRAR s T EL 1.25 umol/L 2H 40 U 77175 %
B Ab B 5] (] S2E < i B AR (P<0.05) , 5 pmol/L JZ
10 pmol/L ZH AL 3 48 h. 72 h J5 1Y 40 47 3% 24K T
24h (P<0.05) . {H72h 548 h Z 8]l 22 F L4
TFE S (P>0.05) o WL 1 A 1,

1 ARRELZZERZLE Jurkat fIFEARENBEHBFEEERNTE (x5, %)

e (umol/L) n 24 h 48 h 72 h F {8 P&
0 3 100 100 100
1.25 3 97.7+4.0 75.3 + 4.4 66.7 + 2.8 52.6 <0.05
25 3 86.9 +2.3* 61.8 5.0 57.0 £2.4* 64.8 <0.05
5 3 43.6 + 0.8 24.9 +2.3% 20.9 2.9 92.2 <0.05
10 3 113 £ 1.6 1.3 0.1 0.3 £0.1%" 133.7 <0.05
F 1A 933.3 469. 8 1032.5
P1{H <0.05 <0.05 <0.05

TE: a R SIRIETRLSG BB AR, P<0.05; bR SRIA] AL 1.25 nmol/L 4 A%, P<0.05; c 7 5 [FlHA] A 2.5 nmol/L 41 4, P<0.05;
d 7R SR E] 5 pmol/L ZHILHL, P<0.05; e 7n SIS 24 h ZHILEE, P<0.05; {78 5FHE 48 h 4HILEL, P<0.05.

120 -
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§ 30 4 —i— 72 h
60
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A% 11 40 R % 8 BT e B /D L5 i A v R U
T A0 A [ 4, A O o Bk S i R i
BOGwIE N, ULIE 2B-E,

0 pmol/L

1.25 pmol/L
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5 umol/L 10 pmol/L
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R 144 ® 08+ 2 B
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-
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B3 X HEHZHELAEG Jurkat AR Brgl, P53, C-myc EEHRIE A, C(n=3) : NEMKELE T E
FEH Jurkat 40 24 h 59 EZEL; B D (n=3) 5 pmol/L &0 w0 H ZAE ] Jurkat AT AS RIS [R1S A9 8K 8L . a 7 5[] s
(Bl 0 VR IEALLLES, P<0.05; b s RIAFIRL 1.25 pmol/L 41 Lh#R, P<0.05; ¢ 755 [H] A AT 2.5 pmol/L 4 L4, P<0.05; d 7R
S ERFR] A 5 pmol/L 4 HEEE, P<0.05; e /R SREIVKEEE O h 41Eb4:, P<0.05; f/RSEVEE 2 h 414, P<0.05; ¢ /n5RMKE 6 h
LA, P<0.05; h/n 5[RIVERE 12 h 41103, P<0.05,

2.4 siRNA i 2k Brg1 ¢ Jurkat 48 ff1 & 5 3k % #0 T C-myc SFREHRIBTRE (E4A) ;5 gl K
A K EIF N B @324 (P<0.05) (&4B) .
siRNA JLER Brgl Jii, P53 25 [ # A% 0 IR4H

siControl siRrgl 2.0 m siControl

T R | m siBrgl

Brgl

= ~—

A 24 48 72 B
ifE] (ho)

oD 14
s

B 4 siRNA LBk Brgl Xf Jurkat i E B RIEMERKMEI a5 5 siControl LLEL, P<0.05.
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