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Effect of Ganoderma Ilucidum Polysacchrides on Apoptosis and Egr-1 Expression in NB4 Cells
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Abstract: Objective To investigate the effects of Ganoderma lucidum polysacchrides (GLP) on the proliferation and
apoptosis of human acute promyelocytic leukemia NB4 cells in wvitro, and to explore the possible anti—tumor
mechanism. Methods The inhibitory effects of GLP on the proliferation of NB4 cells were measured by using MTT
assay. The labeled Annexin V-FITC/PI and flow cytometry were used to detect the apoptotic cells. The expression levels
of Egr-1 mRNA and protein were evaluated by fluorescent quantitation PCR and Western blotting, respectively.
Results

18.77 % respectively. The effect was time— and dose—dependent (P < 0.01 compared with the control group). The

GLP inhibited the proliferation of NB4 cells and promoted its apoptosis in vitro, and the rate being 33.5 %,

expression levels of Egr—1 mRNA and protein were aslo significantly up—regulated(P < 0.01). Conclusion GLP can
inhibit the proliferation of NB4 cells and promoted its apoptosis in vitro, and the mechanism could be related to
up-regulation of Egr—1 expression.
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11 40 ik A APL 40ffakk NB4 400, ik
Ykl o BT RZ 2 (GLPS), fRMEEs 42
e ARWFFE T 43 B P2 H(HES . 1931880), ¥ F RPMI
1640 Wi, iFIERRE, B 4 COKFRAERIN, BT
JH RPMI 1640 WA B A R EE . RPMI 1640(4t 5
307964) MR A IS (5. 0799), 2 GIBCO AF];
MTT(#t%5: 0231) . DMSO(#t5: 0793), [ Sigma
Z5Fl; Annexin V-FITC/PI YR £ (KGA107), B
SHLIEAEYIA T RPUKE Egr-1 MRS REHTAR AR
B pRic 2 salbEpiilk, 3¢ Santa Cruz /A H); ERK M
p-ERK (p44/42) Hiikikil g, EE Cell-signaling 2%
Al mAEEIH A, Biorad A7, CO, WE5H, i
BRUEEYT S WX 4ie{, COULTER AH] ;
5700 7)¢E = PCRAY, PE AF],

1.2 4l 3¢ NB4 HAEAERD T 100 mL- L7 54 1
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2~ 3 d AR
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A 5 FORTRIR BE 1) GLPSRHE TR AL B0 6ff 2 25, 50,

100, 200, 400 mg-L™) , X B4LA N2 45 T RPMI
1640 ¥, M4l 6 ~&FL, 37 C, 5 % CO, Kigk
Fihis3E, T 24 h, 48 h, 72 h }2 96 h, HFLMA
5 mg'm L i MTT ¥ 10 Lo WS FEFE 4 h, 1000
re min” B0 10 min, W EEWR, BFLINA 10 %)
DMSO 150 pL, #E% 10 min, JEEFRILTE 490 nm
K FASLAE, WEBOLE(AE, % Fmatit
AT R
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10°-m L7 B ERERNT 24 FLARN, W EXTIRFL, AL
W SRR 1 mLo MKHE MTT 25 R BE B LK B Ny
200 mg-L" GLPS 435407 24 h, 48 h &% 72 h J i
g, A FEEE, PBS PRI 2 YK (1000 r+ min
B0 3 min) , PAEEAMECE R 5 x 10° 4, EKE T
JIA 500 L f4 Binding buffer FAE4M, SRJEMA 5
pL Annexin V-FITC, {&2JJ5, FHIA 5 L PI, &
Ao ZIREDERY 15 min, 1 h WAERZ4 ik
ARG, L)L Annexin V(+)/PI(— )FIWr AT,

1.5 986 5t PCR Kl Egr-1 JEPd  RNAiso Reagent
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WS ¥ CCCAGCACAATGAAGATCAAGATCAT,
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W Eer-1 A @R RES (LB DR
AAAGTTTGCCAGGAGCGATG, R34k CAGGGG
ATGGGTATGAGGTG) . FQ-PCR WA R 20 pl, &
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RIS 144% 1 wL, ¢DNA 2 pL(50 ~ 100 ng & RNA
WEESEFEY)) o RN A 94 CTIZAEYE S min; 94 C
AP 30 s, 58 CiEk 40 s Fll 72 CHEfH 20 s, 40 4~
TEER, THRAEAREMLERS, DL SINGLE J7 =R
F1 33 A9 ER I
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100 wL, 7K F24#% 20 min, R H BCA & & B4
ME AR, B—FEAE 20 wg, LIS 1 A5R91E
U5 2 xSDS e 28 vh IR &, 100 Cm#k 3 ~5
min, FEMZE 10 % SDS-PAGE FHLUK AT, RIGH
BIERATHEEE b, 5 %rIWiIE 4 2 iR E A 3 h,
TBST ¥ 3 ¥k, —PL 4 CWEHF LK, TBST YEIE 3
W, IIA 11000 —HEHFFH 30 ~ 60 min, ECL
RNFRME AR, Fh, BT

1.7 Sl eyl RSB R 200, Bl L
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K i K iR P=0.05, JH SPSS13.0 Siit#h #1748 1t
AL B,
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£ 1 GLPS 3t NB4 fARIEREMZME (v £5, n=6)

Table 1 The effect of GLPS on growth of NB4 cells
- % /mg- 1 24h 48 h 72h 96 h
ZH
A value IR/ % A value IR/ % A value IR/ % A value IR/ %
it HR 0.312 = 0.006 0.423 =0.015 0.573 + 0.008 0.597 = 0.011
25 0.309 = 0.016 1.0 0.407 = 0.011 3.8 0.550 = 0.021 4.0 0.578 = 0.013 3.2
50 0.301 +0.012 35 0.401 + 0.019 52 0.522 + 0.008" 8.9 0.527 + 0.017" 11.7
GLPS 41 100 0.291 +0.010° 6.7 0.370 + 0.017" 125 0.460 + 0.013" 19.7 0.455 +0.014" 238
200 0.274 + 0.015" 122 0.333+0.012" 212 0.398 + 0.014" 30.5 0.403 = 0.021" 325
400 0.265 + 0.010" 15.1 0.310+0.013" 26.7 0.381 £0.012" 335 0.410+0.017" 31.3
M SRR, P <001,
10501 Ut Q1_UR 1001 0 QI_UR it E X (P<0.01),
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Figure 1 The effect of GLPS on apoptosis of NB4 cells
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Figure 2 The effect of GLPS on Egr-1 mRNA expression of NB4

cells

FHTF NB4 4Hff 15 min I} Egr-1 mRNA BYZ AT 5 TF
5B, T 1 hEAEXRDEE, SEALE, 256

B3 GLPS {EfHT NB4 HffifE Egr-1 EAXRE
Figure 3 The effect of GLPS on Egr-1 protein expression of

NB4 cells
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