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Mechanism of Youdujing in Inducing Apoptosis of H8 Cells

PAN Shu-yu', CHEN Xiao-feng’, XIAO Jing”"
(1. The Second Clinical College, Guangzhou University of Chinese Medicine, Guangzhou 510006, China;

2. University-town Hospital, Guangdong Provincial Hospital of Traditional
Chinese Medicine, Guangzhou 510006, China)

[ Abstract | Objective: To observe the effects of Youdujing preparation on the proliferation and apoptosis
of cervical immortalized cells ( H8 cells) and explore the possible mechanism. Method: H8 cells, which were
transfected with HPV-16 gene and passed stably, were chosen to be the object of the study.
Methylthiazolyldiphenyl-tetrazolium bromide ( MTT) assay was used to detect the proliferation inhibition of H8 cells
after being treated with 1, 2, 3, 4, 5 g-L ™' Youdujing for 24 , 48 | 72 hours. Meanwhile, the blank was set up for
parallel control. MTT was used to detect the inhibitory effect on cell proliferation. Apoptotic changes of cells that
were intervened by 1, 2, 3, 4, 5 g-L"' Youdujing for 24 h and stained by Hoechst 33342 were observed by
fluorescence microscope. Flow cytometry was used to detect the early-stage apoptotic rate of H8 cells after being

double stained with Annexin V/propidium iodide ( PI1). Expressions of Caspase-3 protein and Poly ADP-ribose
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polymerase (PARP) protein in H8 cells, which were treated with 1, 2, 3,4, 5 g-Lf1 Youdujing for 24 h, were
tested by Western blot method. Result: The growth of H8 cells intervened by 1, 2, 3, 4, 5 g-L~' Youdujing was
significantly inhibited in concentration-dependent and time-dependent manners (P <0.05), compared with blank
group. According to Hoechst 33342 staining, nuclear chromatin condensations were observed after being intervened
by 1,2,3,4,5 g-L™" Youdujing for 24 h, and round, bright blue apoptotic bodies increased after being treated
with 3, 4, 5 g-L. "' Youdujing. The early-stage apoptotic rates of cells treated with 1, 2, 3 gL' Youdujing were
(23.73 £5.72)% , (63.9 +3.59)% ,
were significantly higher than that of control group (6.53 £0.85)% (P <0.01). Caspase-3 and PARP proteins

(71.53 £1.59) % , respectively, according to flow cytometry, which

were consistently down-regulated in H8 cells (P <0.05). Conclusion: Youdujing preparation can inhibit H8 cell
growth and induce early-stage apoptosis in H8 cells, which may be implemented by activating Caspase-3-PARP.
[ Key words ]

Youdujing preparation; cervical immortalized cells; apoptosis; Caspase-3; Poly ADP-ribose

polymerase (PARP)
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x1 EHEHY HS HAFEEMNZM(r£5,n=6)
Table 1 Effect of Youdujing on cell survival rate of H8 cells(x +s,n=6) %
21 51 R B/ L 24 h 48 h 72 h
2= - 100 100 100
e 1 94 +2.30 95 8. 41 86 £2.16
2 91 +3. 15" 88 +9.29" 93 +7.25
3 52 +4.35% 56 £2.97% 45 +7.91%
4 21 £0.16% 21 +3.85% 16 +3.36%
5 19 £1.69% 16 £2.50% 15 £2.57%
HHEEAREY P<0.05,YP<0.01(£2,3[)
A B C D E F
PARP 4D SD D S e e 116 kDa
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AL EH4B~D FEEA(1,3,5 L)l

e~ =

A AW B ~F A (1,2,3,4,5 ¢ L4
B 2 HS8 A Caspase-3 #1 PARP & H K& H ik
Fig.2 Electrophoresis of Caspase-3 and PARP protein in H8 cells

£3 pEHH3 HS HAarh Caspase-3 71 PARP ZE M R IXBM
M (x+s,n=3)
Table 3 Relative expressions of Caspase-3 and PARP protein in H8

cells after treatment with Youdujing(x +s,n=3)

21 5 R E/g- L™ Caspase-3/B-actin PARP/B-actin
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cervical immortalized cell line H8 cells( Hoechst 33342, x200) 2 0.91 0. 18 0.92 +0.07
1)
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% 5 0.53 £0. 04" 0.65 £0.07"
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W% Caspase-3-PARP 342 & H#E4E
(5% 300]
[ 1] Torre L A, Bray F, Siegel R L, et al. Global cancer
statistics,2012[ J]. CA Cancer J Clin,2015,65(2) :87-
108.
(2] Rif, EPER, A, %, P 2009 455 50 &
SR AT o E R ,2013,22(8) :612-616.
[3] Zur H H. Papillomaviruses and cancer: from basic
studies to clinical application [ J]. Nat Rev Cancer,
2002,2(5) :342-350.
(4] 225 F@#4&,EE. HPV ENUIR#ERIT]. D EIE

- 138 -

[7]

[9]

[11]

[12]

[13]

[14]

[16]

R EE A 23,2016 ,44(11) . 13-16.
Weeres, B3, 22,5 Jushl i REOBIRYT FE S
FREEME HPV YL s LB [ T]. RIF K22l 2
2R ,2012,33(1) :63-66.

A, RFT2,ME L. RURIBIT ARXE S CIN T Al
HPV G 7 R [ T]. 5 M BE 2 ,2014,35(33)
7331-7333.

TEEAE, RS, MO 5. A RO N i e
IBIT HPV S fa WAL 1 CIN [ 97 Rt [J]. 56 =
TR R 224 9,2012,34(4) :350-353.
BRI, B, . AN TR o2b PlE
I SR YT B S HPV L 64 Bl IR 4 #r [ T]. 5
T B 4475 ,2010,26(5) :395-396.

A4 R, B KB S SRR R T AR BB T Y
Z IR IRBEFE[T]. 77N i B2 25 R 2% 22 4z, 1998, 15
(4):251-254.

TLOCHT A 4 S T ok . PEEE v R 91 R R X A R
RBRIER 8 HPV 3 B A F B i s f g [T ].
W% g ik PR 24 3 ,2003,10(2) :77-79.
M, R, Tk, % PEBE ARG T S B HR-HPV
P BERITRORELT]. PEBTTES & RE,
2012,32(9) . 1212-1215.

M, R R ZEML. PERE IR YT HR-HPV B E
W A B BE S [T]. )7 KR oE, 2011, 32 (15) !
2036-2039.

Doorbar J. Molecular biology of human papillomavirus
infection and cervical cancer[ J]. Clin Sci:Lond,2006,
110(5) :525-541.

XA RN 2R A N A 1 B [N FL Sk
TR 16 A5 S E L A M AR RS T ). R
B2 e 7k 1999 28 (1) ;24-27.

Thompson C B. Apoptosis in the pathogenesis and
treatment of disease [ J]. Science, 1995,267 (5203) :
1456-1462.

R, EH L, DA, S 53 5% S E B0
HeLa MY -1 R AL =5 [T]. P E P 25 2 35,
2012,37(13) :1998-2004.

e, B % ¥,  Annexin V-FITC/PI ¥ 4% it 5
Hoechst33342 /PL 3R 102 i 2 40 JfL A A6 00 40 Jfg 94 1=
BILLELT]. MRS 7 s 2 ,2014,30(11) .
1209-1212.

Elmore S. Apoptosis:a review of programmed cell death
[J]. Toxicol Pathol,2007,35(4) :495-516.
Simbulan-Rosenthal C M, Rosenthal D S, lyer S, et al.
Transient poly ( ADP-ribosyl) ation of nuclear proteins
and role of poly ( ADP-ribose ) polymerase in the early
stages of apoptosis[ J]. J Biol Chem,1998,273(22):
13703-13712.

[REHE KEFE]



