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Effects of Coriolus versicolor Polysaccharides on Proliferation and Apoptosis of Murine Melanoma B1l67Cell
in vitro and Its Mechanism of Action

WEI Shijie', CHEN Wengqiang® (1.Center Hospital Affiliated to Shaanxi Sci-Tech University, \Shaanxi Hanzhong
723000, China; 2.School of Biological Science and Engineering, Shaanxi Sei=Tech Univetrsity, Shaanxi Han-
zhong 723000, China)

ABSTRACT OBIJECTIVE: To study the effects of Coriolus versic¢olor. polysaccharides (CVP) on in vitro proliferation and apop-
tosis of murine melanoma B16 cell and its mechanism. METHODS :"MTT assay was used to determine the survival rate of murine
melanoma B16 cell after cultured with DMSQ*(negative control), 0 (blank control), 0.156, 0.312 5, 0.625, 1.25, 2.5, 5.0 and
10.0 pg/ml CVP for 48, 72 h, and the ICs was calculated. Flow cytometry was used to determine the apoptotic rate of murine mela-
noma B16 cell after cultured with DMSO"(negative control), 0 (blank control), 0.5 pg/ml CVP for 24, 48, 72 h. Quantitation Re-
al-time PCR (qRTPCR)‘\was wsed to determine the mRNA expression of cell apoptosis-related gene P53, Bcl-2 and Fas in murine
melanoma B16 (cell after cultured with DMSO (negative control), 0.5 ug/ml CVP for 48, 72 h. RESULTS: 0.156-10.0 ug/ml CVP
couldinhibit the growth of B16 cells, in concentration and time-dependent manner within 0.156-0.625 pg/ml; ICs of B16 cells af-
ter cultured for 48 and 72 h were (0.32+0.01),(0.18 +0.04) pg/ml. After cultured with 0.5 pg/ml CVP for 24, 48, 72 h, apoptot-
ic rates of B16 cells were increased significantly, compared to negative control and blank control (P<<0.01). After cultured with
0.5 pg/ml CVP for 48, 72 h, mRNA expression of P53, Bcl-2 and Fas were decreased significantly, compared to negative control
(P<<0.01). CONCLUSIONS: CVP can inhibit the proliferation and induce the apoptosis of B16 cells, the mechanism of which
may be associated with the expression down-regulation of P53, Bcl-2 and Fas gene.
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ex Fr.) Quel] i T TS24, R R EME GL i 25 LI, 92 T
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(Polysaccharide peptide, PSP) , 7& H AXZFR = 2 Z M (Polysac-
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2.2 YHRatEsE

F/ BB 2R B16 ISR TE 5 109% 305 FBS A1 100
mg/L 48 2 1 RPMI 1640 355736, FRANMIA: 4 %2 709% ~
80 % Rl A IS, ST ANMLES 23, A 1~2 ml 0.25 % [ BT
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o, L1 000xg #5400 3 min, WCAEANMIITYE , F 5 ¢ RPMI 1640 15
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D7 BB IR AN, 48 b YA AN, 4R BCAN i B RNA, 3R
TIANGEN [z 5 5% TR 070 (KR108) ifE 17 2 #% 5% , RT-
PCR fifi S A Wy e bk o e ik &b 7. L1 pg cDNA
B 3 A A 0R T A 56 3L P53 (GenBank #5655 : NM_
000546) . Bel-2 (GenBank % 5% %5 : NM_000633) F Fas (Gen-
Bank & 5t 5 : NM_152876) , LA f-actin 3£ K] (GenBank & 5% 5 :
NM_001101) iy 9 2. P53 514 3 41 : | e by 5" -GCGCA-
CAGAGGAAGAGAATCTCCGC-3', Fiifh 5’ -GGCCAACTT-
GTTCAGTGGAGCCCCGG-3', /=¥ K/INJ 502 bp; Bel-2 514

TEZED; 2016 45 27 55 31



41 il 5’ -GCGTCAACCGGGAGATGTCGCCCCTG-3,
Tk 5" -TTTCTTAAACAGCCTGCAGCTTTGTTT-3' , 7= ¥
K/INK 349 bp; Fas 51 91)¥ 51« LUiF A 5" -AGTACAGAAAA-
CATGCAGAAAGCAC-3' , I ii# & 5 -CTCTGCAAGAGTA-
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IR Z . SYBR premix EX Taq II 10 ul, I\ Fi#51414% 0.4 ul, 4
HF0.4 ul, cDNAKEAR 2 ul, MK ZE 20 pl, 719 4. 95 °C .90
$594 °C .10 5560 °C .30 s;40 MFFR ., FEDR 1A X 35 54l
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. AR E 31K, SRIBFRIEZE
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FH L 7E 0.156~0.625 pg/ml 78 Fl P HA i 45 FH 52 200 J0 ) e
FBF AR AE . 24 CVP BT EE KT 0.625 pg/ml B, JLXT 2
LRI FHHEACE- S 30 VERT48 .72 hiy 1Cs 431 4 (0.32 +
0.01),(0.18 £ 0.04) pg/ml, CVP X/ R (0 K% B16 iy
FERZ I EE A DL 1,

150 4

100 A ---48h
--72h

50 4
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Fig 1 Effects of CVP on the proliferation of murine melano-
ma B16 cell
3.2 CVPI/MNREBEZEEBICHMATHMEIER
525 0] BRZE AN B PR X B ZH LA, 0.5 pg/ml CVP ZH 241 i
R 8] T AR B R SR I ) B9 ST T o, A 48 .72 S R I 4
ToAGREN 66.95% \75.40% , 22 S A GEiT27 7 L (P<<0.01) .
FRFRAN TR 18] J5 2% L 200 e ) 1500 e 5 R L3R 1, T =Xt 1l
TP 2,
®1 BRAEMEESEBEMBTEUESR (x+s,n=3)
Tab 1 The apoptotic rate of cells in each group after cul-

tured for different time(X¥ +s,n=3)

215 24 h 48 h 72 h

25 AN HEAL 0.93+0.18 0.74+0.27 0.35+0.22
BRE X RE2H 1.21£0.25 0.64+0.28 0.40+0.33
CVP4 6.93+0.50" 66.95+0.65" 75.40+0.41"

T 528 FO IR BT BT AR, *P<<0.01
Note: vs. blank control group and negative control group, “P<<0.01
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Fig 2 Flow cytometry of cell apoptosis after cultured for dif-
ferent time
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iR 48 h e, S AP BRZH e, CVP /N A b P53
Bel-2 Fll Fas mRNA 2 ik /K-F- WL (K (P<<0.05 5 P<<0.01);
B3R 72 hn, CVP AL/ R 2% B16 i it P53 . Fas mRNA
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P53 Bcl-2 #l Fas mRNA ik /K- g 4552 L IAT 3.
4 Tig
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Fig 3 The mRNA expression of P53, Bcl-2 and Fas of cells
in each group(x +s,n=3)
Note: “P<<0.05;**P<<0.01
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