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ABSTRACT Objective: To study the effects of Ganoderma lucidum polysaccharides (GLP) on tumor biology of the mono-
cyte-macrophage THP-1 and RAW264.7. Methods: After THP-1 and Raw264.7 cells were stimulated with different concentrations of
GLP and LPS, the proliferation and apoptosis activity of cells were analyzed by CCK-8 kits and flow cytometry. RT-PCR was used to de-
tect expression of cytokines of macrophages,such as TNF-a, IL-1, IL-6 and IL-12, and Q-PCR was used to detect the gene expression
levels in apoptosis signaling pathway. Results: GLP could promote proliferation of THP-1 and RAW264.7 cells in an inverse dose-depen-
dent , and up-regulate expression of cytokines secretion at all concentrations. And also GLP could elevate expression of apoptosis related
genes TNFRSR10b and NF«kBI. Conclusion: GLP played a dual role on leukemia cell line, that is it increased expression of cytokines and
promoted cells proliferation at lower concentration, while at high doses caused cells apoptosis.

Key words: Ganoderma lucidum polysaccharide (GLP); Monocyte-macrophage leukemia cell; Death receptor signaling pathway;
Cytokines

Chinese Library Classification(CLC): R733.7 Document code: A

Article ID: 1673-6273(2014)27-5238-04

THP-1 RAW264.7

Gnaoderma N N o °
w @ 1
N N [374](, 1 1
27°C 8d
o TNF-a 1 IL-1 Bl - - RPMI1640
DC 4°C - RPMI1640
17.8] )
* XBS1346
1981- :0531-83126950 E-mail mls_lin@ujn.edu.cn
A E-mail yayihou@nju.edu.cn

2013-11-17 2013-12-15



www.shengwuyixue.com Progressin Modern Biomedicine Vol.14 NO.27 SEP.2014

- 5239 -

1.2 wL Pl o
THP-1  Raw264.7 1.5
80  U/ml | 100 mg/ml (10%
RPMI1640 Gibco 37C 5% CO, - PBS
1% 10%ml 70%
1.3 4°C PBS 100 pL
CCKS8 el - 2000 RNase A 37 C 30 min 400 nL  PI 4°7C
/ 96 30 min R
1.50 100 pg/ml LPS 1 1.6 Q-PCR
pwg/ml RPMI1640 QIAGEN RNA
5 ,CO, 24h 48h
4h 10 nL  CCKS8 1h RNA - TaKaRa
450 nm (OD) RNA cDNA, SYBR Green I
1.4 ABI7500 PCR
PBS TNF-« IL-1.IL-6 1L-12
- 5-10 195 uL  Annexin V-FITC TRADD TNFSF10, TNFRSR10b NFkBI,Casp 10 Casp 3
5Ll Annexin V-FITC 1 5
10 min 190 nL 10
1
Table 1 The primer sequences
Primer Foward sequence Reverse sequence
IL-6 TTCGGCAAATGTAGCATG AATAGTGTCCTAACGCTCATAC
TNF-a CCTCTCTCTAATCAGCCCTCTG GAGGACCTGGGAGTAGATGAG
IL-12 AGGTGCGTTCCTCGTAGAGA AAAGCCAACCAAGCAGAAGA
IL-1 AATGACGCCCTCAATCAAAG TGGGTATCTCAGGCATCTCC
NFKBI CTCAAAGCAGCAGGAGCAGATC TCCCAAGAGTCATCCAGGTCATAG
Casp 3 ATGGACCACGCAGGAAGGG GGCAGCATCATCCACACATACC
Casp 10 GAAAAGCAAACCTCGGGGATAC CCAAGTGTGTTCCATTCCTGTC
TNFRSR10b GCACCACGACCAGAAACACAG CAATCACCGACCTTGACCATCC
TNFSF10 GCTGAAGCAGATGCAGGACAAG CTGACGGAGTTGCCACTTGAC
TRADD TTTGCTGGCGGACGAGGAG CCGAGCCGCACTTCAGATTTC
GAPDH AACGACCCCTTCATTGAC TCCACGACATACTCAGCAC
1.7 12
Xt s t P<0. 10 e min
05 CellQuest 5 g 08
2 8 0.6
0.4 I
2.1 THP-1 RAW264.7 s I
THP-1  RAW264.7 : 1
24 h OD P<0.05 1 >0 'er1 i RAW264.7 Wi
LPS 1 THP-1 RAW264.7
Fig. 1 Stimulating effects of different GLP on THP-1 cells
50 100 pg/ml 1 pg/ml 23
2.2 THP-1 RAW264.7 1.50 100 wg/ml
THP-1 N 3 24 h
THP-1 RAW264.7 1 pg/ml TNF-o IL-1 .
50 pg/ml 100 pg/ml 24h IL-6 IL-12 mRNA 1 pg/ml
2. 50 100 pg/ml
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Fig. 3 GLP could up-regulate expression of some cytokines of THP-1

cells in a concentration-dependent manner
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