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2 BERBIEFB pRL-SV40, EJE R AN SBRRFEREANF HL-7702 1 F AR R ARBREEERN
ARG, MEREREE WFEIBAL; # FH Western blotting FERIZGY MMM GR BEARENE R . AR GRg5
M ZERA A% R pGRF-tk-LUC ME KA KA, HERBKEiHE, MAXFHESIEATUBEEREEZARE
W7 RU486 (Mifepristone) FTMT,G-Rg: X 41l GR EHREE B ENMHER. &it G-RaERIEEERIA
H— RS RBEENEYEE, TR GR MRk,
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Inducement of ginsenoside Rg, on expression of glucocorticoid
receptor report gene in HL-7702 cells
LI Yong', LI Yi-ping', YU Sheng, LING Chang-quan®
(1. Shanghai Hospital of Traditional Chinese Medicine Affiliateed in Shanghai University of Traditional Chinese
Medicine , Shanghai 200071, China; 2. Department of Traditional Chinese Medicine,
The Second Military Medical University, Shanghai 200433, China)

Abstract: Objective  To investigate the effect of ginsenoside Rg, (G-Rg,;) on regulation of
glucocorticoid receptor (GR) in HL-7702 cells. Methods HL-7702 Cells were transiently cotransfected by
Lipofect AMINE™ 2000 with pGRE-tk-LUC reporter plasmid and pRL-SV40 plasmid. The effects of
G-Rg, and Dexamethasone on luciferase activity expression were detected by Dual-Luciferase Reporter
Assays, the protein expression of GR in HL-7702 cells was analyzed by Western blotting assay,
respectively. Results A dose-dependent induction of the reporter gene was observed in response to Dex or
G-Rg,» and the inductive effect was blocked by treatment with the antiglucocorticoid RU486
(Mifepristone ). G-Rg; also down-regulated the GR protein expression in HL-7702 cells. Conclusion
These results strongly indicate that G-Rg,, which may be a ligand of GR, has some glucocorticoid-like
effect in vitro.
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DHSe (F_EERRKREREHAMNEETLATLE
), FeRIA N A& (Qiagen 24 #)); Lipofect
AMINE™ 2000 % 4+ i ) & (Invitrogen 7\ & 7=
) s Dual-Ruciferase Reporter Assay System i 7
£ (Promega /2 1]); B3t GR B kA (GR H-
300, Santa Cruz, £H); MK (Serva A F);#
KK (Sigma AH]),3 g IEKRWMATLAKZ B2
0.76 mL ¥/ I 10 mmol /L B, 4 C W7
4.3 mg ¥ B IR K S ARBLWT R RU486 (Sigma 22
), BKZE 1 mL,BMEE 4 C VHF.GRe, (R
Y8 =>98.8%) W B o E 2y & A AR E BT
G-Rg, 20mg £ 75% ZBEib¥, A HRBAR R
KFEBEERN 10 mg/mL B & s B Kk
bbb W AE s & T2

1.2 #iMARRMKEESR HL-7702 A NEH KA
SORBEHM (PEBER LBEHARTRTER) B
& 5% /N LIS R34 B 89 RPMI-1640 (Gibeo
BRL A &) BEHFEEH,TF 37 C.5% COMHAEIHE
ERPER.

1.3 FOLE B R BB R

1.3.1  FORAg Y 38 R ik . 3 S0k 25, 1R B
oyl NG R AN L 2 AN ki

# Qiagen-tip 100 (Midi) plasmid purification kit

BB 3R 0 & L BT RO iR AL e’ .
1.3.2  RRBUURA 5 0 40 B B3k Bf 2 4 - b i A L i
FA&ULBE HHEE, HL-7702 IR LB 8 X 104148
T 24 FLEESEM P A 10% FBS f) RPMI-1640
TAEFRIE T 2d HREKZE 80% #), £
FR ¥, PBS YEHIMEPIIR . B 500 ng ZOL R B
3 P Bkl pGRE-tk-LUC, 5 ng N £ B8 £ [ JR BL
pPRL-SV40 (ZZ Bk 100: 1) 5 1.2 pg BRI
FFMA 0.6 mL K& EHi 4 E K RPMI-1640
BEBTHIRBEERMBE 30 min FHEAEFLP.
F 5% CO,.37 C 5% 8 h, FEHRPBEAR, E#t
& 10% FBS (DCC 4b3) # RPMI-1640 1% 57 W
0.5 mL, A i 56 24 ¥y 5 3t 8 K 00 5 47 AH O 4L 21, T
XA 0% 2R, REFEEFEIEE
G FEEFHW,FH 1 XPLB (passive lysis buffer)
SR MG , ST ED B BLR I

1.3.3 WMEXFELKLEB (LUC) MM E.LUC
EWHWER R AERBHREEERI AL (Dual-
Luciferase Reporter Assay) &7 &8 3 #17, H
Minilumat LB 9506 83 F & #{¥ (Berthold 2 #],
EE B, ic # R EEH pGRE-tk-LUC A K

B5NSRERE pRL-SV40 ROEEME N IE.
1.4 Western blotting &l

1.4.1 BSHHE&BRYEAKPAREEI
L2X 10 M BT 6 TR, HRBBTHImAS
2 ) 35 3% W K 3% 40 I B B E B D O WCAE B, R
PBS $E %405, B A LA s 100 L, Bl 244
%5 VKA T4 AL B8 1 min, 100 'C %% 10 min &
FEHAH,12 000 r/min B0 10 min, R L EBEFTF
—20 C %W, FEAWE A Bradford %:PIE .
1.4.2 Western blotting 23 #7: B 50 pg ZEHE
SDS-PAGE W13k F4r 8, A &R 12% . BEK R
5%. MEBRMEBH Marker #R,/MLF R GR
(FEXT 4> F & 94 000) FRERH , BB EMRE
BEBE 5% BARGHTERTEHAE
2h. JEEH GR ZREHE (1 : 500) MBEH
4 C BWERLH, BILFZLES 20-PBS B 15 min, 3t 3
WG FEZH (HRP #7i0) HBW (1 : 500) HIEEF
4h, BREEEMA ECL &%, KM 1 min,f X
KB 1~5 min GRIEREBE T E) KA L
BREFTHTITEINRCER#ER, v
1.5 GUH%FE:FHALXRHELR 3 K, HEU
zks T, kA F RBFTHIF405,

2 BHE

2.1 X HL-7702 40} pGRE-tk-LUC R %
i fH B ZE K #A (10 nmol/L),G-Rg; (5 pug/mL)
Sy A 4b 3 HL-7702 4000 12.24.36.48.72 h J5, W
RHYI ARG EEREINE N, ERBR,HE
KT BiFFMEEEKRL EFMM 36 h 7T
PERHEKN 51 FHESBN;5 pg/mL G-Rgi i
A UER4MEA pGRE-tk-LUC f%K 5,48 h Bt &
KESHMF 235 (B D, ITEH#H—SHITH
Yt HL-7702 400 i) GR & B g 5% R MG
BRE, F AR R VR BE M b R B (1 X107 ~1X
10~ % mol/L) M F G-Rg,(0.625~10 pg/mL) ESR
M 48 h ERMMEEEWRE, WE 2, Y
KFAWEE R 100 nmol/L &, Al AR BB Bk 97 1%
HIESBA ;Y G-Rg, REWE N 5 pg/mL B,
ALURBRRKMFERRN (B3,

2.2 FERRBEZIRBER RU4S6 X b % K
B G-Rg, i 5 3007 (410 6l £ 7 - O 8 2 th 2Ok WA
G-Rg. ¥ GR Hf&EHEMBEFRERZEL GR &R
KL, #H—EFIH RU486 (1X10"° mol/L) 4+
2 5 E AR (1X10" mol/L) 1 G-Rg, (5 pg/
mL) ILFEIVE 4,48 h G IR ERE R B
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ENRMEH: BRER

B 1 G-Rg, 3t HL-7702 #A 9 pGRE-tk-LUC

EREE Gts, n=3) .
Fig. 1 Inducement of G-Rg, on expression of pGRE-tk-
LUC gene in HL-7702 celis (x*s, n=3)
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Fig. 2 Inducement of Dexamethasone at various concen-
trations on expression of pGRE-tk-LUC gene
in HL-7702 cells (x*s, n=3)
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PGRE-tk-LUC RS RE (xts, n=3)
Fig.3 Inducement of G-Rg, at various concentrations
on pGRE-tk-LUC gene in HL-7702 cells
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o G R B, HERMK .G-Rg, X HL-7702 40N
GR B RHUIOLEMMEEEANESREERTH
GR BH## RU486 BB (B 0.
2.3 Zyxf HL-7702 4 GR B T M-
KT #—H it G-Rg, %+ HL-7702 418N GR %
H R, P A R (1X1077 mol/L).G-Rg;
(5 pg/mL) IRIEF4M 48 h J5, @ Western

blotting XM AHMM GR BEANREEWL. &
RMEEXRN .GRefEFHEME BHRANGR EAX
FHBEAL, 5BAMLEREE (P<0.01)
(A 5).
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Fig. 4 Inhibition of RU486 on G-Rg;-inducement
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Fig.5 Effect of G-Rg, on protein expression
of GR in HL-7702 cells (x+s, n=3)
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FrAB R A GR LK R E , X F B B AKX 0
FEFHREAGCHEYE. BETAR.GC EE
HEAWBEALEX:.GC 5 GR & FH GR Wi
e, E LR GR LIR SRR Y R 580 B h i B
BB KR MM (glucocorticoid response
element, GRE) & & . B 5XHATH FHEME
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HASHERIERNSBHERASHEFEEER
S RTF=WRYRELEHW ERARM GC HHE
REW ASERNE AT RS EERE AN
GC #ER . LRI REZR, ASZEH B RHAERKR
SMRBGE I IR ML ZE RN 2 M) GR R RHERAR
BREEENRRS, SR ER, XFHEH
] R 238 o Fo A0 b ZE K #A X GRmRNA DL K&
HETRERATMEANT, ASEHRBFREH
THEAEY AR AS B kBT 8 ERRELH
HWATE—. FREHAMANKEEBREER
B F i, U SERMME RS, MET AS 2B
&E@%ﬁ:$w Rbl\Re‘RghRngﬂL GR ﬁ%gﬁl
HiESEE . ERER,.GRyAKFHES GR ]
EREARE, RENBEKEBE; I H GRaER
HL-7702 i), 41l GR ZEARSHE T &, 4
IRERV S ER G-Re A GC #HE M, g
RAUBHRAASURAS BT H WA EERLL
RAERRABEE—EMTRER.
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B E:BAN UEESEAFRERY HREA.BHEARAS MERAS) ¥ _FETR (DMSO) R4 #
TEERME (CHO) AMMBRIFER. ik HRARER CHO S, R AEME MTT) %MK A
(LDH) %W EHMEE. R 3% DMSO 5 CHO At AME 24h J5,2 MTT R M MM EEHE T .
HEEABIAL (10~80 pg/mL) FIB KB LR 40 KI5 44 5 ¥ & TEBR AR 8 N B4 4 (30~120 pg/mL) %f DMSO
HWARBRGIERATHBE M, MESERMAS (2.5~20 pg/mL) BRBKB RS DMSO K s H 4 1EH .

4.5% DMSO 5 CHO it R E 24h 5

54118 LDH §ls th R B0 . & A AL (10~80 pg/mL) #

S TEB T 8 WEREL 4> (30~120 pg/mL) MF SIEREA S (2.5~20 pg/mL) BRI LDH MRS,
G HEEPHERASTIBE DMSO M4 E 1, th 725 5 1F 7T 8 -5 B0 4 M 2R IR I S BB A 5%, T X

4R 48 5 B B AR ER

X@R . FEE; PEGRME (CHO) 41, —FETR (OMSO); B AlE; BERAS FO)
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Protective effects of active fraction and constituents from Flos Daturae

on Chinese hamster ovary cells injuried by dimethyl sulfoxide
, TANG Ling', WANG Qiu-hong', YANG Bing-you', XIAO Hong-bin',
‘ SUN Yan-ping?, KUANG Hai-xue!
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