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1 x10°+ ml™ ", MGLPl 5.9 ~750 pg* ml™' HL-
MGLPI , MGLP2, VP- 60 , MGLP2
16, RP MI-1640 ; 185.7,375 750 pg* ml ! R HL-
MGLPI , MGLP2 ( MGLPI- 60 ( 1.
SCM, MGLP2-S-CM) 20 %( v/ )
1x10°+ml™! HL-60 , Tab1 Effects of MGLP1 and MGLP2 on HI:-60
(NS CM) , cell proliferation in vitro
RP MIF1640 , 37°C ,5 % C02 Group Concentration/ pg* ml” ! Absorbance
72 h, DNA. , RP MI-1640 - 1.045 £0.093
« " MGLPI 5.90 1.165%0.168
DNA ladder” , 11.75 1.168 £0.167
( ) 23.50 1.125%0.116
47.00 1.050£0.073
DNA 93.75 1.050 £0.033
HL-60 3x10% 187.50 1.073 20 .041
. 375 .00 1.018 £0.022
800> ¢ > min, - PBS ° 750 .00 1.175 £0.056
DNA (10 mmol* L™" TrisCl, pH MGLP2 5.90 0.970 £0.055
8.0;150 mmol* L' NaCl; 10 mmol* L"! EDTA; 7 0973 £0.034
23.50 1.105 £0.092
0.4% SDS) 0.5 ml, Eppendorff | 47 .00 0.983 £0.029
K 100 o ml! 50 C 93.75 0.955£0.037
) Hg ’ ’ 187 .50 0.910%0.022°
3 h, > , 0.5 375 .00 0.845£0.031" "
mol* L™ " Tris* HCI( pH 8. 0) : 75000 0865 +0.150""
VP16 20.00 0.625+0.026" "
10 min, 5000xg 15 min. - . -
n=4,x*s. Note: ~ P<0.05, " P<0.01 vs RPMI-1640 .
, / (24:1)
> 000xg 15 min. -2 2 MGLPl, MGLP2 HI:60
10 % NaAc( pH 5.2), 2.1
! : » TE . RNA 600 pg* ml"' . HI-60 72 h, DNA
20 p,g,37 c 1 hD DNA ,15 % , « DNA ladder” ; VP-16
2h, TBE. 20,40 80 pge ml™ HI;60 6 h,
“DNA ladder” “ DNA ladder”, 1
180 bp N s DNA s
HL-60 R R , PBS . 47C,
75 % 24 h , > 2.2
1 x10°ml”'.  PI (50 pg* ml™' 7 DNA 7 ,
propridium iodide, 0.1 % sodium-citrate, 0.1 % DNA (Gl )
triton X100) FACSCan( Becton Dickinson) . AP . AP
( ) . 2, MGLPI  MGLP2
600 pg* ml™' HL-60 72 h, 7.4%%
Duncan/stest, ANOVA, SAS 6. 04 1.0% 11.8%*2.29% ,
DNA “DNA ladder” ,
80 pgeml™' VP16 HL-60
12h, 68.2%%38.3%
1 MGLP1, MGLP2 HI-60 , MGLP1 , MGLP2 HL-60
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Fig 1  Agarose-gel-electrophoretic patterns of DNA
isolated from HI-60 after having been treated with
MGLPI and MGLP2. 1. Marker; 2. 80 pg* ml~!
VP16;3.20 pg*ml™" VP16;4.10 pg*ml™' VP
16;5. 600 pg* ml"' MGLP2; 6. 150 pg* ml™'
MGLP2; 7. 600 pg* ml™' MGLPI ;8. 150 pg* ml™'
MGLPI ; 9. RPMI-1640 .

3.2
MGLPI MGLP2
pgeml™ ', 3d,
( MGLPI-S CM, MGLP2-S- CM)
23.8% *£1.5%,25.7% *£0.7%,28.1 % £
0.3 %( MGLPI-S-CM) ; 25.8 % +0.8 %,29.4% £
1.5%,32.4% 0.9 %( MGLP2-S-CM) .

50,100 200

(NS-CM) 8.0%X0.4%
( 3. MGLPI MGLP2
HIL-60
MGLPI
MGLP2  HIL-60 ( 2),

Tab2 Effects of MGLP1 and MGLP2 for 72 h on
apoptosis of HI:60 cells in vitro

Group Concentration/ pg® ml ™' Apoptotic cell/ %
RP MI-1640 1.86 £0 .51
MGLPI 600 7.37%1.00"
MGLP2 600 11.81 £2.207"
VP-16 80 68.23 £3 83" "
n=3,x*s. " P<0.05, " P<0.0l vs RPMF1640.

1 23 456 7 809

1375hp

831bp
564bp

Fig 2 Agarose-gel-electrophoretic patterns of DNA
isolated from HI-60 after having been treated with
MGLPI-SSCM and MGLP2-SSCM. 1. Marker; 2.
MGLP2-S-CM (200 pg* ml” "y: 3. MGLP2-SCM
(100 pg* ml™ ") ; 4. MGLP2-S-CM(50 pg* ml™ ') ;
5. MGLP1-S-CM(200 pg* ml” "Y:6. MGLPI-S-CM
(100 pg* ml™'); 7. MGLPI-S CM(50 ug* m™');
8. NSSCM; 9. RPMI-1640.

Tab3 Effects of MGLP1-S CM and MGLP2-S CM
on HIr60 apoptosis in vitro

Concentration

Group Apoptotic cell/ %

/pg* ml” !
RP MI-1640 4 1.86 %0 .51
NS CM 4 8.04 £0 .44"
MGLPI-S- CM 50 4 23 .84 %1 537" 4%
100 4 25.67*0.65" " %"
200 4 28.05%0.317 " 4°
MGLP2-S-CM 50 3 25.77%£0.78" " 4*
100 3 29 .39 1 537" 4%
200 3 32.41 £0.89" " **

4% P<0.01 vs RPMI-1640; "~ P<0.01 vs NS CM.
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EFFECTS OF POLYSACCHARIDES ISOLATED FROM MYCELIA OF
GANODERMA LUCIDUM ON HIr60 CELL APOPTOSIS

Hu Yinghui( Hu YH) and Lin Zhibin( Lin ZB)

( Depart ment of PharmaCOZOgy, School of Basic Medical Sciences ,
Beijing Medical University, Beijing 100083)

ABSTRACT AIM: To study the effects of polysaccharides isolated from mycelium of Ganoderma
lucidum( MGLPl and MGLP2) on HI-60 cell apoptosis. METHODS: The in vitro effect of MGLPI and
MGLP2 on the proliferation of HI-60 cells were evaluated by MTT assay . DNA gel electrophoresis and flow-
cytometric analysis were used to determine the apoptotic cells. RESULTS: MGLPI did not show inhibition of
HI-60 cell proliferation in vitro. When the concentrations of MGLP2 were at higher doses (187.5 ~ 750
pg® ml” 1) , it slightly inhibited HL-60 proliferation. Furthermore, MGLPI and MGLP2 showed no effect on
inducing HI-60 apoptosis even at a high dose of 600 pg* ml” ' . However, the conditioned medium from MGLPI
and MGLP2 activated splenocytes ( MGLP1-S-CM, MGLP2-S-CM) markedly induced HI-60 apoptosis. DNA
gel electrophoresis showed obvious DNA “ladder” . Flow-cytometric analysis revealed that few 8.0 % £0.4 %
apoptotic cells were seen in the control cultures, while MGLPI-S-CM and MGLP2-S-CM treat ment resulted in
significant increase in the apoptotic population in the HI>60 28.1 % £0.3 %, MGLPI-S CM; 32.4 %%0.9 %,
MGLP2-S CM) . CONCLUSION: MGLPI and MGLP2 showed no obvious effect on HI=60 cell proliferation
and inducing HI-60 apoptosis in vitro, whereas MGLPI-S-CM and MGLP2-S-CM markedly induced HI-60

apoptosis .
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